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ABSTRACT

Breast cancer is the most common malignancy in women, and a major cause
of mortality and morbidity despite the advances in diagnosis and treatment.
The main challenge remains to identify novel biomarkers in order to improve
existing treatment modalities. Ductal carcinoma in situ (DCIS) is considered
as a direct precursor of invasive breast cancer. Therefore, it would be
valuable to be familiar with the natural history of DCIS, including how it
develops, and if it will progress to invasive breast carcinoma. Hence, the
identification of biomarkers associated with DCIS progression may prevent
the development of some invasive breast cancer tumors. The expression of
S100A7 (psoriasin) has previously been identified in association with the
transition from DCIS to invasive breast cancer. It has also been associated
with unfavorable clinical outcomes, suggesting that psoriasin may play a role
as a biomarker of aggressive malignant behavior. The first part of the thesis
was conducted to investigate a potential role of psoriasin in breast cancer. We
demonstrated that the reduction of intercellular adhesion molecule 1 (ICAM-
1) by short hairpin RNA in mammary epithelial cells induced the expression
levels of psoriasin, via the phospholipase C (PLC)-IP3 pathway, along with
the oncogenic protein mucinl (MUC1) (Paper 1). We have shown that
psoriasin contributes to the expression of vascular endothelial growth factor
(VEGF) and elevated expression levels of psoriasin in mammary epithelial
cells leads to increased endothelial cell proliferation in a paracrine manner
through receptor for advanced glycation endproducts (RAGE) by promoting
oxidative stress response (Paper Il). In the second part of the thesis, we
evaluated the expression levels of several candidate biomarkers in order to
allow stratification of breast cancer tumors according to their aggressiveness.
Previously, we performed analysis of gene expression in 97 primary invasive



diploid breast tumors and identified molecular gene signatures associated
with poor clinical outcome. In Paper Ill, CCNB2, CDCA7, ASPM,
KIAA0101, and SLC27A2 were selected from these gene signatures. We
studied their protein levels in association to patient clinical outcome in an
independent cohort of 80 primary invasive breast tumors. Our data indicated
that cytoplasmic CCNB2 may serve as a novel biomarker of unfavorable
clinical outcomes over short-term follow-up in breast cancer. In addition, in a
previous study, we performed gene expression analysis in 43 axillary lymph
node negative tumors and identified 51 genes whose deregulated mMRNA
levels were significantly associated with unfavorable clinical outcome. Four
candidate biomarkers; GGH, FAAH, PIR and TAF5L were selected among
the identified 51-gene signature (Paper 1V). We investigated their clinical
impact in predicting breast cancer progression in an independent cohort of 80
primary invasive breast tumors. Our data suggest that elevated protein levels
of GGH were associated with unfavorable prognosis and poor outcomes in
breast cancer patients.

Our findings suggest that psoriasin, CCNB2 and GGH may be attractive
targets for cancer therapy.

Keywords: ductal carcinoma in situ, primary invasive breast cancer,
biomarkers.

ISBN: 978-91-628-8574-8



LIST OF PAPERS

This thesis is based on the following studies, referred to in the text by their
Roman numerals.

I. Petersson S, Shubbar E, Yhr M, Kovacs A and Enerback C. Loss of
ICAM-1 signaling induces psoriasin (S100A7) and MUCL1 in
mammary epithelial cells.

Breast Cancer Res Treat. 2010; 125(1):13-25

Il. Emman Shubbar, Jenny Vegfors, Maria Carlstrom, Stina Petersson
and Charlotta Enerback, Psoriasin (SL00A7) increases the expression
of ROS and VEGF and acts through RAGE to promote endothelial
cell proliferation
Breast Cancer Res Treat. 2011; 134(1):71-80

I11. Emman Shubbar, Aniké Kovéacs, Shahin Hajizadeh, Toshima
Parris, Szilard Nemes, Katrin Gunnarsdottir, Zakaria Einbeigi, Per
Karlsson, and Khalil Helou, Elevated cyclin B2 expression in
invasive breast carcinoma is associated with unfavorable clinical
outcome
Submitted, 2012

IV. Emman Shubbar, Khalil Helou, Aniké Kovécs, Shahin Hajizadeh,
Szilard Nemes, Charlotta Enerbéck, and Zakaria Einbeigi, High
levels of y-glutamyl hydrolase (GGH) are associated with poor
prognosis and unfavorable clinical outcomes in invasive breast
cancer.

Submitted, 2012



CONTENT

ABBREVIATIONS ..ottt sttt sttt sttt bbbt ettt snesbe e e 8
1 INTRODUCTION ..cooveviiererinreinresennenas ERROR! BOOKMARK NOT DEFINED.
1.1 Hallmarks Of CANCEN ........ccoviviiiiiiiree s 10
1.2 Histopathology of breast CancCer...........ccccoveviveiieiise e 14
1.2.1 INVASIVE CAICINOMA. .....cvereirirririiniesiesieieeerese st 14

1.3 Prognostic and predictive factors in breast cancer ..........c..cccccooevenenne. 15
1.4 Staging of Breast CanCer ........cccovviiice s 19
1.5 Molecular subtypes of breast Cancer..........ccccceveviviveveiiesiecce e, 20
2 AV ottt nns 22
3 MATERIALS AND METHODS .....vouvitirieieieresieresieseseesesseessessssessssesssseseesesens 23
4 RESULTS AND DISCUSSIONS ...cvvveriieriieresseresseessesessessssessasessasessesessssessens 26
.1 PAPEE e 26
4.2 PAPEE Il oo 28
G T o 1o L=l | 1 SRS 29
A4 PAPEE TV ettt 32
5 CONCLUSIONS ..ouviuiietitesesteesteseeteseesesseseseesessasessesessesessessesessesessnsessesessens 35
ACKNOWLEDGEMENT ...c.vevtvesiteseetesesseeeseseeseseesessesessesessesessessssessesessesessasenes 36
REFERENCES .....cuttititerestesesteesseeeseseesessesesessessesessesessesessesessesessensssessssessasesens 37



ABBREVIATIONS

AH
CCNB2
CGAP
Cl
C-index
DAB
DCIS
DSS
ECM
EGFR
ER
FFPE
FAAH
GGH
GFP
HR
ICAM-1
IFNy
IHC

MMP13

Atypical hyperplasia

Cyclin B2

Cancer Gene Anatomy Project
Confidence interval
Concordance-index
Diaminobenzidine

Ductal Carcinoma in situ

Disease Specific Survival

Extra Cellular Matrix

Epidermal Growth Factor Receptor
Estrogen Receptor

Formalin-fixed, paraffin-embedded
Fatty Acid Amide Hydrolase
v-glutamyl hydrolase

Green Fluorescent Protein

Hazard Ratio

Intracellular adhesion molecule 1
Interferon-gamma
Immunohistochemistry

Matrix metalloproteinase 13



MUC1
NAC
NF-xB
RB
PIR
PLC
RAGE
PR
RFS
ROS
SAGE
ShRNA

TAFS5L

QRT-PCR

VEGF

Mucin 1

N-acetylcysteine

Nuclear factor- kappaB
Retinoblastoma

Pirin

Phospholipase C

Receptor for Advanced Glycation Endproducts
Progesterone Receptor

Recurrence Free Survival

Reactive oxidant species

Serial Analysis of Gene Expression
short hairpin RNA

TAF5-like RNA polymerase 11, p300/CBP associated factor
(PCAF)-associated factor, 65 kDa

Quantitative Real-Time PCR

Vascular Endothelial Growth Factor
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1 INTRODUCTION

Breast cancer tumors are highly heterogeneous in their morphology, biology,
response to therapy and clinical course. It is the most common cancer among
women in Sweden. In 2011, approximately 7000 women were diaghosed
with the disease, which equates to around 18 women every day. It is
estimated that one out of ten women in Sweden will develop breast cancer
before the age of 75 years and approximately 1500 women will die from it
annually [1]. However, despite the rising incidence of breast cancer, more
women are surviving the disease than ever before. The relative 5- and 10-
year survivals have improved in the present day to 89% and 79%
respectively compared to 72% and 58% during the 1970°s [2]. The
improvements seen in survival rates are due mainly to advances in
healthcare, including earlier and more accurate detection of breast cancer
and more effective treatment [3]. In general, the regular treatment for breast
cancer patients includes surgery in combination with radiotherapy and
targeted therapy, endocrine, or chemotherapy. However, one in four of
breast cancer patients will decease despite efforts for early detection and
wide use of adjuvant systemic therapy. Therefore, identification of novel
prognostic and predictive biomarkers for breast tumors is needed and
remains a long awaited priority to enhance treatment.

Thus far, a complex interplay between several risk factors for the
development of breast cancer have been proposed, including increasing age,
gender, genetic risk factors (e.g.,BRACA1 and BRACA2 mutations), life-style
(e.g., contraceptive pill and smoking), as well as reproductive factors
including early age at menarche, late age at first birth and late menopause.

1.1 Hallmarks of cancer

In 2000, Hanahan and Weinberg published an article in which they described
the “hallmarks of cancer”. The changes that normal cells must obtain to
avoid elimination by the body’s defense mechanisms and to acquire a
selective advantage over neighboring cells, formed a fundamental
understanding of the biology and remarkable diversity of cancer [4]. In a
follow-up article last year, the authors reviewed recent research on each of
the cancer hallmarks noted in the original article and added two additional
new hallmarks to bring the total number of hallmarks to eight [5]. The
authors also described two hallmarks that enable tumorigenesis. These
characteristics are common to all types of cancer despite if their genotypes
differ and the order in which these hallmarks are required. Further down is a
short description of the hallmarks of cancer.

10


http://www.massgenomics.org/2011/01/ngs-and-the-hallmarks-of-cancer.html

Emman Shubbar

Maintaining Proliferative Signals and Avoiding Growth Suppressors

When replacement cells in tissues are needed, essential growth signals from
the surrounding microenvironment are released to activate trans-membrane
receptors that trigger these cells to divide and replicate themselves. The
replication process is very complicated and occurs with high fidelity.
However, many things can go wrong to disrupt replication and therefore
multiple controls are in place to prevent replication errors in cells. Most of
these controls are associated with growth suppressor signals which are
regulated by tumor suppressor genes, such as the p53 protein or
retinoblastoma protein (pRB). In normal cells, these signals function to
negatively regulate proliferation even when the growth factor signals were
triggered. Cancer cells promote their own growth by developing an ability to
deregulate these signals through disrupting the function of tumor suppressor
genes and modifying extracellular growth signals by signaling to
surrounding normal cells to supply cancer cells with excessive growth
factors. In addition, cancer cells produce growth factors themselves to which
they are reactive to. They promote the level of cell surface receptors that
transduce these growth signals, and alter the intracellular signaling networks
that translate growth signals into action. Thus, cancer cells can take control
of their own destinies.

Avoiding Death

Apoptosis is a biological mechanism that arises when normal cells age or
their DNA is too damaged to repair and naturally limits the tumorigenic
process. It proceeds via a mechanism that involves permeabilization of the
outer mitochondrial membrane with the subsequent release of multiple pro-
apoptotic factors into the cytoplasm. Many signals produced by cancer cells,
including those indicating DNA damage and elevated levels of proliferative
signaling stimulate apoptosis. Cancer cells have shown to develop different
strategies to escape apoptosis. The most common is a loss of p53, which
normally recruits apoptosis. Furthermore, elevated levels of anti-apoptotic
Bcl-2 family members, the insulin-like growth factor receptor IGFR, and
reduced levels of the FAS receptor are also acquired by the cancer cells to
avoid apoptosis.

Limitless Division

Normal cells have a limited potential to divide before they undergo
senescence and subsequent cell death. One of the main blocks to sustained
replication in cells are specific structures called telomeres, which is a
repetitive nucleotide sequence that protect and hold DNA together at the end
of the cell's chromosomes. In order to grow unrestricted, cancer cells have
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evolved the ability to proliferate without limit, essentially becoming
immortal by increasing the expression of the enzyme telomerase, which
helps to maintain the telomeres and prevent their shortening.

Stimulating Angiogenesis

Normal cells need oxygen and nutrients brought to the cells by blood
vessels, in order to survive and grow. The process of making new blood
vessels is called angiogenesis. It is a complex, multistep process involving
extracellular matrix remodeling, endothelial cell migration and proliferation,
loop formation, capillary differentiation, anastomosis, and finally lumen
development [6]. The vasculature is usually quiescent in adult tissue and
tightly regulated by the balance of pro- and anti-angiogenic signals in normal
tissues. Angiogenesis is only turned on during processes such as wound
healing and turned off when the necessity for new blood vessels is met. This
process is often deregulated in cancer cells. Cancer cells acquire the ability
to recruit blood vessels, in order to provide themselves with nutrients,
oxygen, metabolic waste evacuation, sustaining tumor growth and enabling
metastatic spreading [7, 8]

Avoiding Immune Destruction

Significant evidence from clinical epidemiology and mouse models has
shown that the immune system identifies and eradicates abnormal cells by
NK cells or T-cells. Conversely, cancer cells have acquired the ability to
either escape recognition by the immune system, or develop defensive
responses to it.

Reprogramming of energy

Normal cells rely mainly on mitochondrial oxidative phosphorylation to
generate the energy needed for their cellular processes. In contrast, in order
to fuel their extreme rates of growth and replication, most cancer cells seem
to favor glycolysis even in the presence of oxygen as a metabolic program
over mitochondrial oxidative phosphorylation. One possible reason for this
adjustment is to allow diversion of glycolytic intermediates needed to fuel
different biosynthetic pathways that are necessary for proliferation.

Invasion and Metastasis
Normal cells maintain their location in the body, and do not metastasize.
Cancer cells acquire mutations that turn on genes which allow them to break

free from the primary tumor to penetrate blood vessels and the lymphatic
system and then metastasize to other parts of the body. In order to
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metastasize successfully, cancer cells reduce cell to cell adhesion and
increase cell motility. The most known alteration in cancer cells resulting in
invasion and metastasis is in the protein E-cadherin.

Furthermore, enabling characteristics including genomic instability and
inflammation have been suggested to be essential for cancer cells to support
tumorgenesis.

Genomic mutation in normal cell can either be repaired or the cells undergo
apoptosis. However, cancer cells accumulate genetic mutations that are
advantageous for tumor growth.

The second proposed enabling characteristic is tumor-promoting
inflammation. Cancer cells are not only able to evade detection by the
immune system and develop defensive response to it but it has been also
shown that cancer cells manipulate the inflammatory response such as
growth factors for its own purposes to provide the tumor with a source of
growth and survival factors. Additionally, inflammatory cells can release
ROS, that up-regulate the mutation rates in tumor cells and speed up their
progress to unrestricted growth.

Sustaining proliferative
signaling

Resisting Evading growth
cell death SuUppressors

Inducing
angiogenesis

Enabling replicative
immortality

Figure 1. Hallmarks of Cancer [5]
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1.2 Histopathology of breast cancer

The transition from a normal epithelial cell into a cancer cell is assumed to
proceed in a stepwise fashion in the multi-step phenomenon of breast
carcinogenesis. Many breast cancers arise from a sequence that begins with
an excessive proliferation (hyperplasia), followed by the appearance of
breast cells with abnormal characteristics (atypical hyperplasia, AH) which
are suggested to increase a women’s risk of breast cancer 4-5 fold higher
than normal [9]. Subsequent molecular alterations occur in AH, resulting in
carcinoma in situ (CIS, noninvasive cancer) [10]. The carcinoma in situ cells
acquire a full malignant phenotype, except the ability to invade the
surrounding tissues. These cells remain confined within the basement
membrane at their site of origin within the terminal duct-lobular unit. There
are two types of in situ carcinoma including ductal carcinoma in situ (DCIS)
and lobular carcinoma in situ (LCIS). DCIS is the most common type of
noninvasive breast cancer in women. It is usually classified according to the
architectural pattern of the lesion (solid, cribriform, papillary, micropapillary
and comedo), tumor grade (high, intermediate, and low), and the presence or
absence of comedo necrosis [11]. In the high grade DCIS (comedo necrosis),
cells tend to grow more quickly and are associated with high grade nuclear
and clinically more aggressive behavior [12-14]

In the final stage, the breast cells break through the basal membrane and
become an invasive carcinoma. However, not all breast cells certainly follow
this progressive pattern and it appears that some cancers may never progress
beyond in situ disease. It is estimated that 14% to 50% of DCIS cases may
progress to invasive cancer if remain untreated [15]. Although it is difficult
to predict the percentage of DCIS cases that may progress to invasive cancer
and the progression is not fully understood. However, current research
suggests that breast carcinogenesis is a series of diverse genetic events that
lead to distinct and different pathways headed for invasive carcinoma [16,
17].

1.2.1 Invasive carcinoma

One of the most lethal aspects of breast tumors is their ability to invade the
surrounding normal mammary tissue. The cells may then metastasize to
other parts of the body through the bloodstream or lymphatic system.
Invasive breast tumors are heterogeneous that differ with regard to their
histological patterns, biological features and clinical behaviors. Most of
invasive breast cancer tumors are adenocarcinomas and are classified
according to their appearance under the microscope as ductal or lobular. The
difference between invasive lobular (5-15%) and ductal carcinoma (75%) is
based on the histological appearance rather than on the site of origin. It is

14



Emman Shubbar

suggested that both types arise exclusively from the inner, luminal epithelial
cell compartment of the terminal-duct lobular unit of the breast. However,
most of the breast carcinomas cannot be classified in line with pathological
subtypes and are characterized as invasive ductal carcinoma, not otherwise
specified (NST). The specified pathological types of breast carcinoma
include lobular carcinoma, tubular carcinoma, medullary carcinoma and
mucinous carcinoma [18]. Other types of invasive breast carcinoma are
inflammatory carcinoma, Paget’s disease of the nipple, papillary and
invasive cribriform [18].

Normal

Figure 2. Classic linear multi-step model of human breast carcinogenesis [19].

1.3 Prognostic and predictive factors in
breast cancer

Traditionally clinical characteristics used to predict prognosis and inform
treatment decisions have included age, size, axillary lymph node status,
histological grade, hormone receptor status and HER2/neu status and these
are discussed below:

Tumor grade

The correlation between the morphology, degree of differentiation of breast
cancer tumors and clinical outcome was first suggested by Greenhough in
1925 [20]. Owing to the histological complexity of breast cancer,
histological grading is considered as a vital component of the pathological
assessment of breast cancer. In the early 1990's Elston and Ellis introduced
the Nottingham Grading System which is a modification of the Bloom and
Richardson grading [21-23]. It is derived from three morphological features
including: the tumor mitotic index (rate of cell division), tubule formation
(percentage of cancer composed of tubular structures), and nuclear
pleomorphism of the tumor cells (changes in nuclear size and uniformity)
observed within the tumor. Each of these features is scored from 1 to 3 and
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the total of these scores defines the grade; Grade | tumors (score 3 to 5), are
well differentiated and associated with a good prognosis, Grade Il tumors
(score 6 to 7) are moderately differentiated and Grade 111 tumors (score 8 to
9) are poorly-differentiated and associate with poor prognosis. Tumor grade
has been shown to have independent prognostic significance [24]. Patients
with grade 11l tumors have poor prognosis than those with grade | tumors
[25].

Table 1. Elston and Ellis modification of Bloom and Richardson grading
system of invasive breast cancer

Grading Score
Tubules

> 75% of tumor consist of tubules 1
10-75% of tumor consist of tubules

< 10% of tumor consist of tubules 3

Nuclear pleomorphism

Nuclei are small and uniform 1

Moderate variation in nuclear

Noticeable variation in nuclear size and shape 3

Mitotic index

Dependent on defined microscopic field area 1-3
Combined Histological Grade Total scores
Well differentiated, low grade (1) 3-5
Moderately differentiated, intermediate grade (I1) 6-7

Poorly differentiated, high grade (1) 8-9

Axillary lymph node status

Approximately 75% of the lymph from the breast travels to the axillary
lymph nodes. The axillary lymph node metastasis is considered an important
prognostic parameter in treating breast cancer patients. Involvement of an
axillary lymph node in breast cancer significantly correlates with
unfavorable prognosis compared with axillary lymph node negative tumors
[26] and should therefore be treated more aggressively. Various studies have
presented a direct relationship between the higher number of axillary nodes
involved and clinical outcome [27]. The 5-year survival is reduced from
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83% for patients with axillary node negative disease to 73% for 1-3 positive
nodes, 45.7% for 4-12 positive nodes, and 28.4% for >13 positive nodes [28,
29]. The status of axillary lymph node has been assessed by the surgical
sentinel node biopsy procedure to determine if cancer has spread beyond a
primary tumor into the lymphatic system [30], followed by a standard
axillary node dissection when metastases are present in sentinel nodes [31].

Tumor size

Tumor size is an independent prognostic factor that directly correlates with
clinical outcomes [24]. The survival rate was reported to decline with
growing tumor size [32]. The 20-year recurrence-free survival rate is 88% in
patients with tumors < 10 mm in size, 72% when the tumor is between 21
and 30 mm and 61% in patients with tumors between 31 and 50 mm [33].
Furthermore, an increased tumor size has been correlated with significant
axillary lymph node metastasis [34]. The 5-year survival rates for patients
with tumors < 20 mm in size with positive axillary nodes have been reported
to be around 96%. These rates fall to 45.5% for tumors measuring >50 mm
in size [32]. For node-negative patients, tumor size is the most powerful
prognostic factor and is routinely used to make adjuvant treatment decisions
[35].

Age

The risk of breast cancer is higher in middle-aged and elderly women than in
young women [36, 37]. However, patients younger than 40 years old tend to
have a more aggressive disease in comparison to older patients [38].
Different studies have suggested that breast cancer in younger women is an
indicator of poor prognosis in breast cancer and it is associated with high-
grade tumor, axillary lymph node metastasis, and vascular invasion followed
by poor clinical outcome. Two large studies reported that breast cancer
below the age of 35 years is associated with unfavorable outcome compared
to older patients [36, 39]. This may be due to genetic and epigenetic changes
[40, 41].

Estrogen receptor (ER)/ Progesterone receptor (PR)

The cDNA encoding an estrogen protein was first cloned and described in
1973 [42]. The name was changed to ER-a when a second form of the
receptor, ER-B, was discovered in 1996 [43]. Estrogens are synthesized in
the ovary and testis, but also in peripheral tissues via the aromatization of
androgens [44]. ER-a is mainly expressed in ovarian stromal cells,
hypothalamus and breast cancer cells, whereas ER-f is expressed in
endothelial cells, kidney, brain, intestinal mucosa, heart and lungs [45]. PR
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is synthesized in the ovary, adrenal gland and during pregnancy by the
placenta. PR is an ER-regulated protein and the presence of PR indicates a
functional ER pathway. Estrogen and progesterone act through their nuclear
receptors ER and PR to regulate transcription of growth factor receptor
pathways, which stimulate cell proliferation [46]. Normal breast epithelial
cells express very low levels of ER-a and PR, while approximately 70% of
all of breast cancer cells express ER and 50% overexpress PR [47, 48]. The
expression of ER and PR has been well-known to be one of the most
important prognostic factors in breast cancer [49]. Earlier studies reported
that ER/PR-positivity correlated with better prognosis including low
histological grade, older age of patients, favorable nuclear grade and normal
content of DNA [49]. The essential value of ER and PR are their predictive
capabilities for response to endocrine therapy with tamoxifen, aromatase
inhibitors or ovarian suppression. Tamoxifen acts by binding to the ER and
thus hindering the receptor from being activated by estrogens [50]. The
aromatase inhibitors disturb the formation of estrogen, in that way improving
the inhibition of the ER’s pathway, and the ovarian suppression prevent the
production of estrogen [51]. Five years of adjuvant tamoxifen declines the
risk of recurrence and mortality to 47% and 26%, respectively, of patients
with ER-positive tumors [52]. The 5-year survival rates for patients with ER
positive tumors have been reported to be around 83%. The rates fall to 62%
for patients with ER negative tumors [53].

Human epidermal growth factor receptor 2 (HER2/neu)

The HER2/neu, is an oncogene that codes for a tyrosine kinase glycoprotein
belonging to the family of epidermal growth factor receptor tyrosine kinases
(EGFR). This family has four members: HER1 (EGFR), HER2/neu, HERS,
and HER4. HER2/neu stimulates cell growth, cellular differentiation,
adhesion and motility and has been shown to be expressed in 15-20% of
breast cancer tumors, primarily due to gene amplification [54]. HER2/neu is
activated by ligand-induced dimerization or receptor pairing [55]. The
formation of dimers results in the phosphorylation of specific tyrosine sites,
which in turn lead to the stimulation of multiple intracellular molecules.
Recruitment of these molecules leads to the activation of diverse
downstream signaling systems, such as RAS/MAPK proliferation pathway
and/or the PI3K/Akt pro-survival pathway [56]. Amplification and/or
overexpression of the HER2/neu was reported to be associated with
increased tumor aggressiveness, rate of recurrence, mortality, and poor
prognosis [57]. A previous study demonstrates that both Iymph node
metastases and distant metastases, in general overexpress HER2/neu protein
to the same level as the primary tumor [58]. This constancy of HER2/neu
expression is of importance when treating breast cancer patients with
metastatic disease [58]. HER2/neu overexpression has also been associated
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with poor clinical outcome when patients were treated with tamoxifen [59].
The HER2/neu-targeted therapies are trastuzumab, pertuzumab, and
lapatinib. The humanized monoclonal antibody, trastuzumab (Herceptin®,
Genentech, CA) which binds to the extracellular domain of the HER2/neu
and inhibits normal downstream signaling such as proliferation as well as
triggering of immune response, is also approved for treating patients with
metastatic breast cancer [60]. Comparable to ER/PR status, the value of
HER2/neu therefore lies in its prediction of targeted therapy response.

1.4 Staging of breast cancer

The prognosis for breast cancer generally depends on its stage, typically
graded as | to IV with sub-stages. In the 1940-50's, the first clinical staging
system, the Columbia Clinical Classification was developed. In 2002, the
International Union against Cancer and the American Joint Committee on
Cancer designated staging by a revised TNM to define breast cancer [61].
The TNM system comprises tumor size of the primary tumor (T), lymph
node status (N), and the presence or absence of distant metastasis (M).
Tumor size is an essential prognostic factor for breast cancer mortality
irrespective of other tumor features. The T stages are numbered 1-4, which
describe the size of the tumor. The lymph node involvement and the number
of affected nodes is the second significant independent prognostic factor that
is associated unfavorable prognosis [62]. The N stages are numbered from 0-
3, describes the degree of lymph node involvement. Finally, Metastasis is the
third factor of clinical importance. Breast cancer patients with distant
metastasis have an overall survival of 2 years [63]. The M stages are MO that
describes no sign of cancer spread whereas M1 describes that tumor cells
have spread to another part of the body. The TNM staging is related to the
clinical prognosis; patients with stage | tumors have a better prognosis
compared to patients with stage IV tumors (22, 30, 33). Nearly 90% of
cancer patients with grade | survive at least 5 years after diagnosis. Five-year
survival rates for grade Il and Il cancers are 60-80% and 40-50%,
respectively, whereas patients with a stage IV cancer have a very poor 10-
year survival of 6% [64, 65].

Table 2. Breast cancer staging system

Stage Tumor size Axillary Metastasis TNM
(T) lymph node (M) classification
(N)
I <2cm No No T1, NO, MO
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I 2->5cm 0-3axillary lymph  No T1, N1, MO
nodes involved T2, (NO or N1), MO
T3, NO, MO
T3, NO, MO
Il >5cm >4 axillary lymph No T3, N1, MO
nodes involved T4, Any N, MO
v <2cm- 0->4 Yes T(T1,T2,T3),N
>5cm (NO,N1), M1

Pathologic tumor size was coded as T1 = 0-2 cm, T2 = 2-5cm, T3 = > 5¢cm,
and T4 = ulcerated or attached to skin or muscle; Axillary lymph node status
was coded as NO= negative and N1= positive; Metastasis was coded as M0 =
no metastasis of tumors and M1 = tumor has metastasized.

1.5 Molecular subtypes of breast cancer

In the early 2000’s, five intrinsic molecular subtypes of breast tumors with
distinctive gene signatures have been identified using gene expression
microarray data [66]. These intrinsic subtypes include basal-like, HER2/neu
-enriched, luminal A, luminal B, and normal-like tumors [67]. Each of these
subtypes has diverse risk factors for incidence, risk of progression, and organ
sites of metastases [68]. These molecular subtypes show variable prognosis
and response to therapy, therefore they have been suggested to originate
from different cell types and follow different progression pathways. Luminal
A tumors are frequently of low histological grade and have good clinical
outcomes, show high levels of expression of ER-related genes and low levels
of proliferative genes [69]. Luminal B tumors have been shown to have
expression of ER-related genes, to be often of higher grade with higher
expression of proliferative genes, exhibit P53 mutation, and poor survival
outcome compared to patients with luminal A [69]. Furthermore, BRCA2-
mutated tumors are frequently classified as luminal B [70]. The HER2/neu
enriched subtype of breast cancer is defined by amplification/
overexpression of HER2/neu related genes and lack of expression of ER-
related genes [69]. Similar to luminal B tumors, HER2/neu-enriched tumors
are often of higher grade and 50% of them show P53 mutation [71].
However, breast tumors with amplified/overexpressed HER2/neu are
regarded as luminal B subtype, if they express estrogen-related genes [72].
Basal-like tumors, defined by the expression of genes usually found in
normal basal cells located in the epithelial layer of the mammary gland, such
as cytokeratin 5, cytokeratin 17 and EGFR [73-75]. The majority of basal-
like tumors are triple negative that lack the expression of ER, PR and
HER2/neu [74]. In addition, 80% of BRCAl-mutated tumors belong to the
basal-like subtype [76]. Basal-like tumors are usually of high histological
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grade, highly proliferative, and generally show mutations in both p53 and
pRB protein function [77]. Furthermore, basal-like tumors have been
associated with poor clinical outcome due to improved invasiveness and
formation of distant metastasis [67]. At present, there is no molecular-based
targeted therapy for ER-, PR- and HER2/neu-negative tumors, and only
approximately 20% of these tumors respond well to standard
chemotherapy.[68]. In addition, as gene expression studies progress,
additional sub-classifications of breast tumors are likely to take place.
Indeed, two additional molecular subtypes, referred to as claudin-low and
molecular apocrine were identified [78, 79]. The majority of claudin-low
tumors are characterized by lack of ER, PR, HER2/neu expression, and loss
of genes involved in cell-cell adhesion. They are of higher-grade and are
enriched for mesenchymal and stem cell-like biological processes [80].The
molecular apocrine tumors defined by lack of expression of ER-related
genes, with increased androgen signaling and share some characteristics with
HER2/neu enriched tumors.
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2 AIM

Efforts continue to identify and validate potential biomarkers for breast
cancer and to improve breast cancer risk prediction models. The overall
purpose of this thesis was to add to this effort.

In Paper I the aim was to characterize the essential regulatory pathways for
psoriasin expression.

In Paper Il the aim was to investigate the effect of psoriasin expression on
endothelial cells.

In Paper 111 the aim was to identify novel prognostic biomarkers for breast
cancer by investigating the prognostic value of the candidate biomarkers
CCNB2, ASPM, CDCA7, KIAA0101, and SLC27A2 in breast cancer.

The aims of Paper IV were to determine the expression pattern and
correlation of GGH, FAAH, PIR and TAF5L with clinical outcomes as well
as classical clinicopathological characteristics in invasive breast cancer
patients.
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3 MATERIALS AND METHODS

Materials are described in the respective papers. The methods used in this
thesis are well-known and what follows is a short summary of the materials
and methods:

Cell lines

Normal breast epithelium (MCF10A; Paper | and I1)

Mammary breast carcinoma (MDA-MB-468; Paper | and 1)

Human umbilical vein endothelial cells (HUVEC; Paper II)

Neonatal human dermal microvascular endothelial cells (HMVEC-d; Paper

1)
Tumor material

Eleven formalin-fixed, paraffin-embedded (FFPE) DCIS tissues were used
for immunostaining (Paper ). Eighty FFPE and fresh-frozen primary
invasive breast tissues were used for immunostaining and quantitative PCR
(RT-PCR) analysis (Paper Il and IV). The DCIS and primary invasive
breast tissues were obtained from the Departments of Pathology and
Oncology at Sahlgrenska University Hospital in accordance with the
Declaration of Helsinki and approved by the Medical Faculty Research
Ethics Committee (Gothenburg, Sweden). The clinicopathological
characteristics of the tumors are given in Paper I, Il and IV. The selected
serial analysis of gene expression (SAGE) libraries in Paper | were
essentially as described elsewhere as part of the National Cancer Institute
Cancer Gene Anatomy Project (CGAP) [81]. The SAGE Genie website
(http://cgap.nci.nih.gov/SAGE) provides a quantitative view of the gene
expression of selected genes in many different human tissues. In brief, The
SAGE libraries included freshly-frozen 6 normal breast tissues, 8 DCIS
tissues of which 5 were high-grade, comedo DCIS and 3 were intermediate-
grade with no necrosis, 9 invasive breast tissues and 3 metastatic breast
tissues were obtained from the Brigham and Women's Hospital,
Massachusetts General Hospital, and Faulkner Hospital (all Boston, MA),
Duke University (Durham, NC), University Hospital Zagreb (Zagreb,
Croatia), and the National Disease Research Interchange. Sex of the DCIS
tissues were derived from patients with concurrent invasive breast
carcinomas whereas the others were pure DCIS.

Transfection methods:

Short hairpin RNA (Paper I).

23


http://cgap.nci.nih.gov/SAGE

ANALYSIS OF NOVEL BIOMARKERS FOR UNFAVORABLE BREAST CANCER PROGNOSIS

The Short hairpin RNA (shRNA) is a RNA molecule that contains a
complementary sense and antisense fragments corresponding to the target
gene and between them there is a short loop. The shRNA was cloned into a
plasmid, which then are cleaved by the RNase Il family member, Dicer, into
smaller pieces of 21-23 nucleotides known as siRNA corresponding to both
sense and antisense strands of the target gene. Dicer offers the siRNAs to a
group of proteins called the RNA- Interference Silencing Complex (RISC).
The RISC uses the antisense strand of the siRNA to bind to and degrade the
corresponding mRNA, resulting in gene silencing. Stable MCF10A clones
expressing ShRNA for human ICAM-1 and psoriasin respectively were
produced using Lipofectamine.

Infection with recombinant retrovirus (Paper | and II)

The retrovirus is a RNA virus. It contains a RNA-dependent DNA
polymerase (a reverse transcriptase) that directs the synthesis of a DNA form
of the viral genome after infection of the host's genome. The integrated DNA
can then be inherited across generations. The MCF10A cell line was infected
with a recombinant retrovirus overexpressing psoriasin. The retroviral
protein expression was confirmed with western blotting.

Expression methods

Quantitative Real-Time PCR (qRT-PCR) (Paper I, II, 1l
and 1V)

QRT-PCR was used for cDNA guantitation analysis in order to monitor the
MRNA expression patterns of the genes of interest. In order to detect the
amplified PCR products in real time, the reaction included a fluorescent
molecule that reports an increase in the amount of the amplified product with
a proportional increase in fluorescent emission. The fluorescent molecules
commonly used are non-specific DNA-binding dyes and fluorescently
labeled sequence specific primers or probes. Subsequently, the exponential
accumulation of PCR products in each cycle is detected directly by
monitoring the increase in fluorescence of the dye.

Western blotting (or immunoblotting) (Paper |, I, and
V)

Western blotting is a qualitative and a semiquantitative method used to
detect target proteins. The sample proteins are separated using SDS
polyacrylamide gel electrophoresis (SDS-PAGE) that provides information
about molecular weight and the potential existence of different isoforms of
the target proteins. Followed by, immobilization of sample proteins on
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synthetic membranes. The detection is then performed by enzyme-labeled
antibodies correspond to the genes of interest.

Immunohistochemistry (IHC) (Paper |, IlIl and IV).

IHC is a commonly used method for examination of protein levels in tissues.
In brief, an antibody corresponding to an epitope on a protein of interest is
immunized with the FFPE tissues that will be investigated. A secondary
antibody conjugated with horseradish peroxidase is then add followed by
diaminobenzidine (DAB), which produces a crisp brown color when
oxidized by peroxidase. The nuclei are then counterstained with
haematoxylin, which provide a clear blue color.

Fluorescence in situ Hybridization (FISH)
(Paper Il and IV).

In brief, fluorescently labeled BAC clones were hybridized to known DNA
sequences in either interphase or metaphase cells. Using an epifluorescence
microscope, the fluorescence from each BAC clone can then be registered.
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4 RESULTS AND DISCUSSIONS
4.1 Paper |

Previous studies have shown that the overexpression of psoriasin in
mammary epithelial cells is induced by anoikis (suspension culture),
prolonged cell confluency [82] and ROS [83]. All of these conditions may
mimic high-grade DCIS in vivo, when the epithelium hyper-proliferate and
lose contact to their basement membranes. Interestingly, cytokine interferon-
gamma IFN-y was found to down-regulate the expression of psoriasin in
suspension culture while it had no effect on psoriasin expression in confluent
cells or ROS treated cells [84]. These observations suggest that the
overexpression of psoriasin in suspension cultures may due to loss of
adhesion signaling, and IFNy potentially interact with psoriasin regulating
adhesion signaling that led to psoriasin suppression. Normal epithelial cells
require adhesion to the extracellular matrix (ECM) for survival while tumor
cells frequently demonstrate a decrease in cell to matrix adhesion. Many
studies have shown that alterations in the cellular microenvironment caused
by deregulation of several classes of proteins including extracellular
proteases, cadherins, cell-cell adhesion molecules (CAMs) and integrins
associate with tumor invasion and metastasis [85]. In Paper I, we revealed
that the expression of psoriasin protein was not induced when the binding of
some integrin receptors which recognize their ligands by RGD sequence
(Arg-Gly-Asp) was blocked by the RGD-competitive ligand inhibitor. This
finding suggests that integrins recognizing this sequence do not regulate the
expression of psoriasin expression by ECM contact. The IFNy is a well-
known inducer of adhesion molecules. We investigated the role of 13 IFNy-
stimulated adhesion molecules that may play a role in the regulation of
psoriasin including Activated leukocyte cell adhesion molecule
(ALCAM), Ras homolog gene family member C (ARHC), Cadherin 5
(CDH5), CD47, Claudin 5 (CLDNS5), Desmoglein 1 (DSG1), Intercellular
adhesion molecule 1 (ICAM-1), Interferon induced transmembrane
protein (IFITM1), Integrin alpha 2 (ITGA2), Kallmann syndrome 1
sequence (KAL1), Selectin L (SELL), Thrombomodulin (THBD) and
Thrombospondin 1 (THBS1) [83]. The expression of psoriasin and the 13
IFNy-stimulated adhesion molecules were analyzed in normal breast tissue
and DCIS tumors using the SAGE database available from the CGAP
website. We found that TFNy-stimulated adhesion molecules ICAM-1 and
THBS1 are negatively associated to psoriasin expression in normal and
DCIS specimens. In DCIS tissues, the expression of psoriasin was elevated,
while the levels of ICAM-1 and THBS1 were down-regulated compared
with normal breast tissues which suggest that ICAM-1 and THBS1 are
possibly involved in the regulation of psoriasin expression. Previously,
we reported that the expression of psoriasin, calgranulin-A (S100A8) and
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calgranulin-B (S100A9) share the same signaling pathways [82]. Therefore,
we further analyzed the expression of 34 well-known adhesion molecules, in
addition to psoriasin, calgranulin-A and calgranulin-B in normal and DCIS
SAGE libraries in order to investigate the effect of the selected adhesion
molecules on the expression of the three S100 proteins. The results indicated
that the expression of one of the selected adhesion molecules, the tumor-
associated mucinl (MUC1), which is a ligand for ICAM-1 was positively
correlated to the expression of psoriasin, calgranulin-A and calgranulin-B
proteins. Based on these findings, we focused our interest on ICAM-1 and
MUC1 as potential regulators of psoriasin expression. Interestingly, the
expression of MUC1 was up-regulated in DCIS specimen in comparison to
normal tissue. Previous studies have reported that the expression of MUC1,
which is a transmembrane glycoprotein, was associated with poor prognosis
and unfavorable clinical outcome in breast cancer [86, 87]. In addition, both
MUCL1 and psoriasin were found to associate with increased survival in
response to oxidative stress and to be regulated by the NF-kB pathway [83,
88]. Notably, we found that similar to psoriasin, calgranulin-A and
calgranulin-B, the levels of MUCL protein were also up-regulated in
suspension cultures of MCF10A cells, whereas the expression of ICAM-1
protein was downregulated. These findings suggest that ICAM-1 may
regulate the expression of psoriasin. We showed that the down-regulation of
ICAM-1 expression by short hairpin RNAs (shRNA) in the epithelial
MCF10A cells led to the elevated levels of psoriasin, calgranulin-A,
calgranulin-B and MUC1 protein. Furthermore, we investigated the
mechanism for the up-regulation of psoriasin in MCF10A cells with
decreased protein level of ICAM-1 by shRNA. We have previously
demonstrated that psoriasin is induced by ROS and down-regulated by the
antioxidant NAC [83]. We therefore treated MCF10A with down-regulated
ICAM-1 by shRNA cells with NAC and we also measured their ROS
production compared to MCF10A control cells. We found that the
antioxidant NAC abolished the level of psoriasin in MCF10A control cells.
However, the levels of psoriasin were still detected when MCF10A cells
with reduced ICAM-1 by shRNA were treated with NAC. Moreover, we
showed that the intracellular levels of ROS generation were not elevated in
MCF10A cells with reduced ICAM-1 by shRNA compared with MCF10A
cells. These findings suggest that signals other than ROS may be involved in
the up-regulation of psoriasin in this condition. The binding of MUC1 to
ICAM-1 has been reported to induce intracellular calcium signaling,
mediated by the phospholipase C (PLC)-IP3 pathway [89]. Interestingly, we
found that PLC-IP3 inhibitors, U73122 or 2-APB, abolished the expression
of psoriasin in MCF10A cells with reduced ICAM-1 by shRNA. We also
demonstrated that the expression of psoriasin was elevated in MCF10A cells
when the cells were treated with PLC-activator m-3M3FBS. Functionality of
m-3M3FBS, and U73122 was demonstrated by phosphorylation of PLCyl,
confirming an active signaling pathway.
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4.2 Paper ll

Growth of tumors and metastasis are processes known to require
neovascularization. The DCIS tumors are avascular but like normal tissue,
require oxygen and metabolites and gaining access to the host vascular
system is essential for tumor progression and metastasis. Therefore,
angiogenesis has been intensively studied in the context of cancer growth. It
is a complex multistep process involving extracellular matrix remodeling,
endothelial cell migration and proliferation, loop formation, capillary
differentiation, anastomosis and finally lumen development. The vascular
endothelial growth factor (VEGF) is known as a multifunctional cytokine
that play a critical role in blood vessel formation including both
vasculogenesis and angiogenesis [90]. Overexpression of VEGF has been
considered as the major factor underlying pathological angiogenesis in vivo
in conditions such as psoriasis, macular degeneration, and tumor
proliferation [91]. The group has previously shown that the down-regulation
of endogenous psoriasin expression by shRNA in the MDA-MB-468, a
metastatic breast carcinoma cell line, inhibited tumor growth and down-
regulated the expression of VEGF in vivo [92]. This finding suggests that
psoriasin may increase tumor growth in vivo by promoting angiogenesis. In
accordance with this, high-grade DCIS, which commonly over-express
psoriasin, was found to be correlated with increased VEGF levels and
angiogenesis [93]. In Paper Il, the retroviral mediated stable overexpression
of psoriasin, adenoviral mediated transient overexpression of psoriasin and
anoikis, were studied using the epithelial immortalized non-tumor-derived
cell line MCF10A, in order to investigate the effect of the up-regulation of
psoriasin on VEGF expression. We demonstrated that elevated mRNA
expression of psoriasin led to the significant up-regulation of VEGF mRNA
level. This finding suggests that both exogenous and endogenous psoriasin
overexpression is associated with increased VEGF expression in mammary
epithelial cells. Next, we suppressed the low endogenous level of psoriasin
in MCF10A cells with shRNA targeting psoriasin mRNA. We showed that
the down-regulation of psoriasin by shRNA led to the reduction of the
expression of VEGF mRNA in MCF10A cells treated with H,0,, a stimulus
known to induce high endogenous level of psoriasin. Psoriasin is secreted
but also located in the cytoplasm and the nucleus of the cells expressing it
[82, 94]. We demonstrated that the extracellular recombinant psoriasin
protein significantly prompted endothelial cells proliferation compared to the
control untreated cells, and was comparable to that seen for VEGF-
stimulated cells. No significant change in proliferation was seen when
endothelial cells were infected with psoriasin-expressing adenoviruses.
Furthermore, we demonstrated that, opposite to epithelial cells, psoriasin
was neither expressed nor inducible in endothelial cells. These findings led
to the hypothesis that psoriasin secreted from epithelial cells may interact
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with a specific receptor on the surface of endothelial cells, which may in turn
induce endothelial cell proliferation and angiogenesis. Previous studies have
shown that the receptor for advanced glycation end products (RAGE) has
been demonstrated to be expressed in endothelial cells [95] and to be the
putative receptor for several S100 proteins [96, 97]. We therefore predicted
that psoriasin may be a putative ligand to RAGE in endothelial cells. To
examine this, we used SRAGE, a truncated form of the receptor spanning the
extracellular domain of human RAGE, to prevent the putative interaction
between psoriasin and the cell surface receptor RAGE. By blocking RAGE-
psoriasin interactions, we indicate a significant suppression in endothelial
cell proliferation and tube formation. In addition, we showed that the mRNA
as well as the protein levels of RAGE was significantly up-regulated in
endothelial cells treated with recombinant psoriasin protein. These findings
suggest that psoriasin stimulates endothelial cell proliferation through the
receptor RAGE. Several studies have reported that both psoriasin and VEGF
are induced by ROS [83, 98] and low levels of ROS may induce
proliferation of different cell types and specifically endothelial cells [99].
Furthermore, the expression of S100A8 and S100A9 was previously
reported to elevate the intracellular levels of ROS generation [100].
Interestingly, we showed that psoriasin induce ROS in endothelial cells in
the same range as that previously demonstrated for S100B [101]. The ROS
generation was reduced significantly in MCF10A cells with suppressed
psoriasin expression by shRNA. These findings suggest that psoriasin may
induce low levels of ROS by itself, leading to a further increase in ROS
levels, VEGF expression and endothelial cell growth. Previous studies
reports that RAGE transduces inflammatory responses and plays a role in the
pathogenesis of several diseases including neurodegeneration, inflammation,
and cancer [102, 103]. Interestingly, we found that SRAGE significantly
eliminated ROS generation in endothelial cells after treatment with
psoriasin, further suggesting that RAGE acts as a receptor for psoriasin.
Furthermore, we found that the anti-oxidant Bcl-2 significantly decreased
the effect of recombinant psoriasin on endothelial cell growth, suggesting
that psoriasin protein induces ROS generation.

4.3 Paper lll

Breast cancer is a potentially fatal malignancy in females despite the
improvement in therapeutic techniques. The identification of novel
molecular signatures is an essential need for earlier detection, predicting
prognosis and monitoring effects of treatment. We have previously used
microarray analysis and identified molecular gene signatures associated with
aggressive breast cancer [104]. In Paper Ill, we selected CCNB2, ASPM,
CDCA7, KIAA0101 and SLC27A2 included in these gene signatures based
on their significantly deregulated gene expression according to short-term
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disease-specific survival, triple-negative status, and/or or stratified according
to histological grade as defined by Bloom, Richardson, Elson/Ellis (BRE)
grading system [23]. We investigated the prognostic value of the selected
candidate biomarkers using an independent cohort of 80 primary invasive
breast tumors. The CCNB2 gene is located at 15922.2 and is a member of the
B-type cyclin family, including cyclin B1 and B2. It is an essential regulator
of the cell cycle and plays an important role in regulation of transcription,
DNA repair, differentiation, and apoptosis. CCNB2 is involved in the G2-M
transition in eukaryotes by activating CDC2 kinase and its inhibition induces
cell cycle arrest [105-107]. In agreement with a crucial role in cell growth,
several studies detected overexpression of CCNB2 in human tumors,
including lung, colorectal adenocarcinoma, and pituitary adenomas [108-
111]. Serum circulating CCNB2 mRNA levels were found to be higher in
lung and digestive tract cancer patients compared to normal controls and
were correlated with cancer stage and metastasis status [112]. Furthermore,
the CCNB2 gene was included in a set of genes detected in node-negative
breast tumors associated with poor prognosis [113]. In Paper 11, we showed
that the expression of CCNB2 protein was significantly up-regulated in 92%
of breast tumors from short-term survivors in comparison with 52% of long-
term survivors (P<0.001). The expression of CCNB2 exhibited a lower
disease specific survival (DSS) probability with a 6 fold higher risk of
mortality. Our results suggest that CCNB2 has as oncogenic potential and its
overexpression may give some proliferative advantage. The expression of
the CCNB2 protein was also studied in relation to the traditional
clinicopathological parameters HER2/neu, ER/PR status, axillary lymph
node status, tumor size, and tumor grade. We have shown a significant
correlation of CCNB2 protein expression with breast tumor type (P=0.04).
The multivariate analysis including CCNB2 and several clinicopathological
parameters verified that CCNB2 is an independent prognostic indicator for
DSS, as presented by the fact that hazard ratio (HR) for CCNB2 adjusted for
other clinicopathological features remained unaffected and significant P<
0.001 for DSS. These data indicate that tumors with histological grade (I, I
and I1), axillary lymph node status (positive, negative), tumor size (0-2, 2-5,
and >5), ER/PR status (positive, negative) and HER2/neu status, exhibiting
CCNB2 protein expression, have a more unfavorable prognosis, with an
increased risk of shorter disease specific survival rates. Moreover, the
predictive power of CCNB?2 in addition to the clinicopathological parameters
model was slightly higher (C-index = 0.795) compared to the lower C-index
of 0.698 for the model including all clinicopathological parameters alone.
Thus, the accuracy in patient prognosis may be improved by measuring
CCNB?2 expression in cases of breast cancer. The ASPM was reported to
participate in spindle organization, spindle orientation, mitotic progression,
and cytokinesis [114-117]. The overexpression of ASPM protein was
detected in several cancer forms [116, 118-121] while its knockdown
inhibits tumor proliferation [118]. In this study, we observed that 69% of the

30



Emman Shubbar

analyzed tumors expressed ASPM protein in the nucleus of the cell. A
significant correlation between CCNB2 and ASPM (P=0.03) was seen. Up-
regulation of CCNB2 and ASPM was previously detected in glioblastoma
multiforme xenograft tumors and de novo glioblastoma multiforme tumors
[122]. Activation of CCNB2 and ASPM genes induces tumorigenic
phenotypes in a number of cancers, whereas their inhibition abrogates
cellular proliferation in mice and induces genomic instability [107, 123]. The
CDCA7 gene has been involved in neoplastic transformation and it is one of
the downstream targets of the Myc oncogene [124]. We found that the
nuclear expression of CDCA7 was expressed in almost all the analyzed
primary invasive breast tumors. The deregulation of cell cycle control is a
vital feature of cancer pathogenesis, therefore observed overexpression of
CDCAT protein in almost all studied tumors was predictable. KIAA0101 is
mainly expressed in mitochondria and partially in nuclei, playing an
essential role in the regulation of DNA repair, cell cycle progression, and
cell proliferation [125]. Moreover, the KIAA0101 gene was reported to be
over-expressed in tumors of the esophagus [126], colon [127], lungs [128,
129], and breast [130]. The expression of KIAA0101 was observed in 79%
of the immunostained tumors. The elevated expression levels of KIAA0101
were confirmed by real time gRT-PCR, in 92% of the studied tumors. Breast
tumors are heterogeneous with multiple cell types within the tumor and in
the surrounding microenvironment (including cancer-associated fibroblasts,
stromal cells, endothelial cells, pericytes, immune cells, etc.) [131]. In Paper
11, total RNA was extracted from the bulk tumor, without performing any
cell selection prior to qRT-PCR analysis. Therefore, the possibility of tissue
heterogeneity, accounting for the discordance between mRNA and protein
expression cannot be excluded expression cannot be excluded. In addition,
there was no association between elevated ASPM, CDCA7 and KIAA0101
protein levels and DSS or any other clinical parameters. Consequently,
ASPM, CDCA7 and KIAA0101 may be involved only in tumor initiation.
We observed discordant results between mRNA and protein expression of
SLC27A2. High mRNA expression was detected in 83% of the analyzed
tumors, but protein expression was only seen in 25%, possibly owing to
tissue heterogeneity, posttranscriptional regulation and differences in mRNA
and protein turnover rates [132, 133]. These findings suggest that down-
regulation of SLC27A2 protein expression in the analyzed tissues may
contribute to disease progression. Indeed, this gene was previously reported
to control the tumor suppressor gene PARP and reduced SLC27A2
expression levels were found in the metastatic compared to the non-
metastatic neuroendocrine tumors [134]. However, no significant difference
could be seen on the effect of SLC27A2 protein expression on DSS in breast
cancer, nor could any association between the protein expression of
SLC27A2 and the conventional clinical characteristics be observed.
Furthermore, no correlation between the expression of CCNB2, SLC27A2,
KIAA0101, and CDCAY was seen.
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4.4 Paper |V

Previously, we performed gene expression analysis in 43 axillary lymph
node negative tumors [135]. Our analysis showed a critical role of 51 genes
whose persistently deregulated mRNA levels were significantly associated
with unfavorable clinical outcome. In Paper IV, four candidate biomarkers,
GGH, FAAH, PIR and TAF5L were selected among the identified 51-gene
signature. Importantly, the expression of the candidate biomarkers GGH,
FAAH, PIR and TAF5L were also reported to be correlated with unfavorable
clinical outcome in a data sets of 78 node-negative breast tumors [113]. In
addition, several publications reported their involvement in various cancer
forms [136-139]. In Paper IV, we demonstrated new information supporting
a role of GGH expression in invasive breast cancer. The cytoplasmic
expression of GGH protein among the tumor tissues was detected in 75%
(54/72) of the cases. Nineteen percent of non-cancerous breast tissues
exhibited GGH positive expression, while the remaining tissues had negative
staining for GGH (°=17.9, P<0.001). A previous study reported that up-
regulation of GGH protein was also detected in urothelial carcinoma of the
bladder in comparison with non-cancerous cells [136]. In addition, tumoral
GGH protein expression was significantly up-regulated in high histological
grade tumors in comparison with low histological grade tumors (P<0.001).
High expression of tumoral GGH was also observed to be significantly
associated with ER/PR status (P<0.001). Taken together, these finding
suggest that the expression of GGH is associated with invasiveness and
GGH may increase as the disease progresses. However, detected GGH
protein expression in the non-cancerous tissues may represents the normal
function of GGH in maintaining tissue homeostasis or may predict
progression of premalignant lesions [140]. Eight-year survival of patients
with no or lower expression of GGH was significantly better than those with
a higher expression (P=0.032). Indeed, 8-year DSS rate was 39% among
patients with GGH expressing tumors compared to 68% among patients
whose tumors were GGH-negative. Furthermore, the univariate Cox
proportional hazards regression analysis revealed that GGH expression
exhibited a lower DSS probability with a 2.5 fold higher risk of death (95%
Cl: 1.0-2.5; P=0.04). In addition, the multivariate analysis verified that GGH
is an independent negative factor in predicting patient DSS as presented by
the fact that HR for GGH adjusted for age, histological type, histological
grade, ER/PR status, HER2/neu status, pathologic tumor size, and axillary
lymph node status remained significant (HR=3.6, P= 0.01, 95 % CI: 1.3—
10.3). These findings suggest that GGH may be involved in promoting
carcinogenesis. Furthermore, the elevated levels of GGH were found to be
correlated with shorter recurrence free survival (RFS) with more than 35 fold
increased risk (95% CI: 0.43-2932, P=0.009). The 8-year RFS rate was 100
% in GGH- negative tumors, while it dramatically decreased to 10% in GGH
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expressing tumors suggesting that GGH expression may predict the
recurrence behavior of breast cancer. Notably, the association between GGH
expression and different cancer forms has been previously reported. The
elevated levels of GGH were reported to be correlated with poor clinical
outcome in pulmonary neuroendocrine tumors [141]. Elevated plasma level
of GGH was observed in patients with metastatic breast cancer in
comparison to control subjects and to patients whose cancer was in
remission [142]. High GGH expression level was also detected in hepatoma
cells compared with rat hepatocytes [143]. Furthermore, GGH expression
was found to act as a prognostic biomarker for acute leukemia in response to
methotrexate therapy [144]. Consistent with these findings, our data further
support that the dysfunction of GGH may play an important role in breast
cancer progression and GGH may be an amenable therapeutic target in
breast cancer. To further confirm the results of IHC, we assessed GGH
MRNA expression levels by gRT-PCR. In tumor tissues, the mRNA
expression of GGH was increased specifically in patients with short-term
survivor. This increase corresponded to protein accumulation based on IHC
data, indicating transcriptional activation (t-test, P= 0.023). However, the
GGH gene may be also regulated in tumors at posttranscriptional levels,
since the GGH protein in 5 of 62 invasive breast cases was elevated, whereas
no increase in MRNA was observed in these samples by qRT-PCR. The
expression of GGH was further confirmed by western blot analysis in 7
representative  patients. Interestingly, two closely spaced bands
corresponding to GGH protein expression were detected at 33- and 37-kD.
Similar observation was previously reported [145], which suggests a post-
translational modification of the protein. The cytoplasmic expression of
FAAH was significantly up-regulated in invasive breast tumor tissues
compared to the non-cancerous tissues. Four percent of the FAAH protein
expression was positive in non-cancerous breast tissues whereas 89% of the
breast cancer tissues expressed FAAH (3°=19.3, P<0.001). In addition, the
expression levels of FAAH were significantly increased in patients with
higher number of axillary lymph node metastases (P=0.023). Up-regulation
of FAAH indicates down-regulation of cannabinoids, which play an
important role in preventing tumor growth [146]. Taken together, these
findings suggest that the elevated level of FAAH may down-regulate the
levels of cannabinoids and thus promote breast cancer tumors invasion and
metastasis. Interestingly, a significant correlation between GGH and FAAH
protein expressions was detected in the tumor (r = 0.31, P=0.02). In tumor
tissue samples, seventy-one percent of the tumors had positive expression of
GGH and FAAH simultaneously. Seven percent of the tumors had negative
expression of GGH and FAAH at the same time. No association in the non-
cancerous tissues was seen, suggesting that the tumor micro-environmental
effects may regulate the expression of GGH and FAAH simultaneously
[147]. In addition, GGH accumulation may reflect a functional correlation
with FAAH expression, which could play a key role in the progression of
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breast carcinoma. The frequency and levels of PIR expression was similar
between non-cancerous and invasive breast cancer tissues which might be
relatively a consequence of sharing the same microenvironment. Eighty-six
percent of non-cancerous breast tissues and 85% of the breast cancer tissues
were positive for PIR expression. Previous studies reported that some gene
expression patterns in the invasive tissues are comparable to their non-
cancerous breast tissues, suggesting that these signatures may predict
progression of early premalignant lesions [140, 148, 149]. The PIR functions
as a transcriptional regulator whose expression was reported to be
deregulated in several cancer types. High expression of PIR was reported to
be essential to overcome the senescence barrier [150]. We also examined the
clinical significance of PIR protein expression. The higher expression of PIR
was significantly associated with presence of lymph node metastasis,
suggesting that the expression of PIR is associated with invasiveness and
supports the reported association of PIR expression with enhanced malignant
potential [150, 151].The TAF5L protein was highly expressed in the cell
nucleus of the non-cancerous cells compared to the adjacent cancerous cells
in the analyzed specimens (x°=28.2, P<0.001), which suggests a potential
tumor suppressor role in breast cancer. The expression of TAF5L was
elevated in patients with low histological grade tumors compared to patients
with high histological grade tumors, although the differences were not
significant (P=0.06). Furthermore, high mRNA expression levels of TAF5L
were detected in 97% of the analyzed tumors, whereas only 56% of the
analyzed tumors expressed TAF5L protein. The reduction of TAF5L protein
in the analyzed tissues may contribute to disease progression. In this cohort
of patients, even though the expression of FAAH, PIR and TAF5L did not
predict DSS and RFS, the expression of these candidate biomarkers were
significantly associated with other clinicopathological characteristics.
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5 CONCLUSIONS

The present thesis described all the important incremental steps made in
achieving the aims within the timeframe of the four-year PhD. The
conclusions for the different papers are as follow:

Paper |

e Our results suggest that the reduction of ICAM-1 expression in
mammary epithelial cells may contribute to the elevated levels of
psoriasin expression in high-grade DCIS tumors and to the
stimulation of MUCL expression.

e Our findings suggest that psoriasin is an intracellular calcium-
dependent target of the PLC pathway.

Paper |1

e Our results suggest that psoriasin contributes to the expression of
ROS and VEGF and acts through RAGE to promote endothelial cell
proliferation.

e Our data raise the possibility that psoriasin may be evaluated as a
novel anti-angiogenic target in breast cancer.

Paper 111

e Our results suggest that CCNB2 is a potential independent
prognostic factor that may be useful in conjunction with other
clinicopathological features in breast cancer.

e We have shown that CCNB2 expression represents a threshold that
can stratify breast cancer patients in a high risk group associated
with an increased risk of mortality when compared to 8-year
survivors.

Paper IV

e Our results suggest that elevated expression of GGH protein is
associated with unfavorable prognosis and poor outcome in patients
with invasive breast cancer.

e Our data suggests that GGH is a potential independent prognostic
factor of DSS when compared to other widely used prognostic
factors.

e We have also demonstrated an association between elevated levels
of FAAH and PIR and high number of axillary lymph node
involvement and lymph node metastasis, respectively.

35



ANALYSIS OF NOVEL BIOMARKERS FOR UNFAVORABLE BREAST CANCER PROGNOSIS

ACKNOWLEDGEMENT

This thesis has been performed at the Department of Clinical Genetics and
Sahlgrenska Cancer Center, University of Gothenburg, Sweden and was
supported by King Gustav V Jubilee Clinic Cancer Research Foundation, the
Assar Gabrielsson Foundation, Sahlgrenska University Hospital Research
Foundation, the Welander Foundation and the Tore Nilsson Foundation.

I would particularly like to thank:

My supervisors Khalil Helou and Charlotta Enerbéck, for giving me the
opportunity to work with exciting project, letting me work independently but
still being there if needed and to fulfill one of my dreams. | am grateful for
your help, support and encouragement.

My co-supervisor Zakaria Einbeigi for sharing your clinical knowledge and
constructive advices.

Aniko6 Kovécs for always being wonderful, friendly, and professional. Thank
you for your invaluable help and fruitful collaboration.

Mats Harms-Ringdahl for all your help and introducing me to research.
Thank you Maria and Stina for being friendly, excellent technical support,
proofreading my thesis and always helping me out with various things.
Shahin Hajizadeh for your invaluable help and for being friendly.

To everyone on the third, fourth, and fifth floors at the Department of
Clinical Genetics; especially, Tommy Martinsson, Rose-Marie, Ingrid,
Katarina, Susanne F, Asa, Anna D, Jennie, Hanna, Nilofar, Josefin and Ellen
for all your help, and creating a pleasant working environment.

Thank you Elham, Frida, Annica, and Catrine, at Genomics for always being
professional, helpful and friendly.

To everyone on the fourth, fifth and sixth floor at Cancer Center for being
helpful and for creating such a perfect atmosphere; especially Anna Linder,
Gulay, Gabriella, Dzeneta, Kristell, Linnea, Malin, Anita, Pernilla, Camilla,
Therese, Kristin, Lydia, Ellenor, Linda, Pauline, Marta, Ywonee, Brigitta,
Tomiko, Rickard, Erik and everyone who | accidently forget to mention.
Toshima, Szilard, May, Anna and Ellen for all your help.

The technical and admiration staff, especially Carina, Kerstin and Ulric.

My mother Sakna, you mean everything to me. My sister Inas for being
always kind and supportive. My brothers for all your help and support. My
parents in law, thank you for your love and support.

Finally, I would like to thank my husband Ali, without you nothing would be
complete, including me. Thank you for your love and support. My daughters
Zainab and Fatima for making me so happy, being your mother is the greatest
achievement of my life, I love you endlessly.

Thank you all!

36



Emman Shubbar

REFERENCES

10.

11.

12.

13.

14.

15.

Cancer incidence in Sweden 2010 The National Board of Health
and Welfare 2011.

Storm HH, Kejs AM, Engholm G, Tryggvadottir L, Klint A, Bray F,
Hakulinen T: Trends in the overall survival of cancer patients
diagnosed 1964-2003 in the Nordic countries followed up to the
end of 2006: the importance of case-mix. Acta oncologica
(Stockholm, Sweden) 2010, 49(5):713-724.

Mettlin C: Global breast cancer mortality statistics. CA: a cancer
journal for clinicians 1999, 49(3):138-144.

Hanahan D, Weinberg RA: The hallmarks of cancer. Cell 2000,
100(1):57-70.

Hanahan D, Weinberg RA: Hallmarks of cancer: the next
generation. Cell 2011, 144(5):646-674.

Carmeliet P: Angiogenesis in health and disease. Nature medicine
2003, 9(6):653-660.

Bergers G, Benjamin LE: Tumorigenesis and the angiogenic
switch. Nature reviews Cancer 2003, 3(6):401-410.

Folkman J: Role of angiogenesis in tumor growth and metastasis.
Seminars in oncology 2002, 29(6 Suppl 16):15-18.

Page DL, Dupont WD: Anatomic markers of human
premalignancy and risk of breast cancer. Cancer 1990, 66(6
Suppl):1326-1335.

Hartmann LC, Sellers TA, Frost MH, Lingle WL, Degnim AC,
Ghosh K, Vierkant RA, Maloney SD, Pankratz VS, Hillman DW et
al: Benign breast disease and the risk of breast cancer. The New
England journal of medicine 2005, 353(3):229-237.

Consensus Conference on the classification of ductal carcinoma
in situ. The Consensus Conference Committee. Cancer 1997,
80(9):1798-1802.

Meyer JS: Cell kinetics of histologic variants of in situ breast
carcinoma. Breast cancer research and treatment 1986, 7(3):171-
180.

Aasmundstad TA, Haugen OA: DNA ploidy in intraductal breast
carcinomas. European journal of cancer (Oxford, England : 1990)
1990, 26(9):956-959.

Lagios MD, Margolin FR, Westdahl PR, Rose MR:
Mammographically detected duct carcinoma in situ. Frequency
of local recurrence following tylectomy and prognostic effect of
nuclear grade on local recurrence. Cancer 1989, 63(4):618-624.
Kuerer HM, Albarracin CT, Yang WT, Cardiff RD, Brewster AM,
Symmans WF, Hylton NM, Middleton LP, Krishnamurthy S, Perkins
GH et al: Ductal carcinoma in situ: state of the science and

37



ANALYSIS OF NOVEL BIOMARKERS FOR UNFAVORABLE BREAST CANCER PROGNOSIS

16.

17.

18.

19.

20.

21.

22.

23.

24,

25.

26.

roadmap to advance the field. Journal of clinical oncology : official
journal of the American Society of Clinical Oncology 20009,
27(2):279-288.

Arpino G, Laucirica R, Elledge RM: Premalignant and in situ
breast disease: biology and clinical implications. Annals of
internal medicine 2005, 143(6):446-457.

Simpson PT, Reis-Filho JS, Gale T, Lakhani SR: Molecular
evolution of breast cancer. The Journal of pathology 2005,
205(2):248-254.

Li CI, Uribe DJ, Daling JR: Clinical characteristics of different
histologic types of breast cancer. British journal of cancer 2005,
93(9):1046-1052.

Moulis S, Sgroi DC: Re-evaluating early breast neoplasia. Breast
cancer research : BCR 2008, 10(1):302.

Going JJ, Mallon EA, Leake RE, Bartlett JM, Gusterson BA: What
the clinician needs from the pathologist: evidence-based
reporting in breast cancer. European journal of cancer (Oxford,
England : 1990) 2001, 37 Suppl 7:S5-17.

Elston CW, Ellis 10: Pathological prognostic factors in breast
cancer. I. The value of histological grade in breast cancer:
experience from a large study with long-term follow-up.
Histopathology 1991, 19(5):403-410.

Bloom HJ, Richardson WW: Histological grading and prognosis in
breast cancer; a study of 1409 cases of which 359 have been
followed for 15 years. British journal of cancer 1957, 11(3):359-
377.

Elston CW, Ellis 10: Pathological prognostic factors in breast
cancer. I. The value of histological grade in breast cancer:
experience from a large study with long-term follow-up.
Histopathology 2002, 41(3A):154-161.

Haybittle JL, Blamey RW, Elston CW, Johnson J, Doyle PJ,
Campbell FC, Nicholson RI, Griffiths K: A prognostic index in
primary breast cancer. British journal of cancer 1982, 45(3):361-
366.

Rampaul RS, Pinder SE, Elston CW, Ellis 10: Prognostic and
predictive factors in primary breast cancer and their role in
patient management: The Nottingham Breast Team. European
journal of surgical oncology : the journal of the European Society of
Surgical Oncology and the British Association of Surgical Oncology
2001, 27(3):229-238.

Colleoni M, Rotmensz N, Peruzzotti G, Maisonneuve P, Mazzarol G,
Pruneri G, Luini A, Intra M, Veronesi P, Galimberti V et al: Size of
breast cancer metastases in axillary lymph nodes: clinical
relevance of minimal lymph node involvement. Journal of clinical

38



Emman Shubbar

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

oncology : official journal of the American Society of Clinical
Oncology 2005, 23(7):1379-1389.

Bundred NJ: Prognostic and predictive factors in breast cancer.
Cancer treatment reviews 2001, 27(3):137-142.

Fisher B, Bauer M, Wickerham DL, Redmond CK, Fisher ER, Cruz
AB, Foster R, Gardner B, Lerner H, Margolese R et al: Relation of
number of positive axillary nodes to the prognosis of patients
with primary breast cancer. An NSABP update. Cancer 1983,
52(9):1551-1557.

Fitzgibbons PL, Page DL, Weaver D, Thor AD, Allred DC, Clark
GM, Ruby SG, O'Malley F, Simpson JF, Connolly JL et al:
Prognostic factors in breast cancer. College of American
Pathologists Consensus Statement 1999. Archives of pathology &
laboratory medicine 2000, 124(7):966-978.

Giuliano AE, Kirgan DM, Guenther JM, Morton DL: Lymphatic
mapping and sentinel lymphadenectomy for breast cancer.
Annals of surgery 1994, 220(3):391-398; discussion 398-401.

Allred DC, Elledge RM: Caution concerning micrometastatic
breast carcinoma in sentinel lymph nodes. Cancer 1999,
86(6):905-907.

Carter CL, Allen C, Henson DE: Relation of tumor size, lymph
node status, and survival in 24,740 breast cancer cases. Cancer
1989, 63(1):181-187.

Rosen PP, Groshen S, Kinne DW, Norton L: Factors influencing
prognosis in node-negative breast carcinoma: analysis of 767
TINOMO/T2NOMO patients with long-term follow-up. Journal of
clinical oncology : official journal of the American Society of
Clinical Oncology 1993, 11(11):2090-2100.

Rivadeneira DE, Simmons RM, Christos PJ, Hanna K, Daly JM,
Osborne MP: Predictive factors associated with axillary lymph
node metastases in Tla and T1b breast carcinomas: analysis in
more than 900 patients. Journal of the American College of
Surgeons 2000, 191(1):1-6; discussion 6-8.

Elledge RM, McGuire WL: Prognostic factors and therapeutic
decisions in axillary node-negative breast cancer. Annual review
of medicine 1993, 44:201-210.

Edwards BK, Howe HL, Ries LA, Thun MJ, Rosenberg HM, Yancik
R, Wingo PA, Jemal A, Feigal EG: Annual report to the nation on
the status of cancer, 1973-1999, featuring implications of age and
aging on U.S. cancer burden. Cancer 2002, 94(10):2766-2792.
Albain KS, Allred DC, Clark GM: Breast cancer outcome and
predictors of outcome: are there age differentials? Journal of the
National Cancer Institute Monographs 1994(16):35-42.

39



ANALYSIS OF NOVEL BIOMARKERS FOR UNFAVORABLE BREAST CANCER PROGNOSIS

38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

ol.

Anders CK, Johnson R, Litton J, Phillips M, Bleyer A: Breast
cancer before age 40 years. Seminars in oncology 2009, 36(3):237-
249.

Diab SG, Elledge RM, Clark GM: Tumor characteristics and
clinical outcome of elderly women with breast cancer. Journal of
the National Cancer Institute 2000, 92(7):550-556.

Hoeijmakers JH: DNA damage, aging, and cancer. The New
England journal of medicine 2009, 361(15):1475-1485.

Fraga MF, Agrelo R, Esteller M: Cross-talk between aging and
cancer: the epigenetic language. Annals of the New York Academy
of Sciences 2007, 1100:60-74.

Jensen EV, DeSombre ER: Estrogen-receptor interaction. Science
(New York, NY) 1973, 182(4108):126-134.

Kuiper GG, Enmark E, Pelto-Huikko M, Nilsson S, Gustafsson JA:
Cloning of a novel receptor expressed in rat prostate and ovary.
Proceedings of the National Academy of Sciences of the United
States of America 1996, 93(12):5925-5930.

Purohit A, Newman SP, Reed MJ: The role of cytokines in
regulating estrogen synthesis: implications for the etiology of
breast cancer. Breast cancer research : BCR 2002, 4(2):65-69.
Kuiper GG, Carlsson B, Grandien K, Enmark E, Haggblad J, Nilsson
S, Gustafsson JA: Comparison of the ligand binding specificity
and transcript tissue distribution of estrogen receptors alpha and
beta. Endocrinology 1997, 138(3):863-870.

Brisken C, O'Malley B: Hormone action in the mammary gland.
Cold Spring Harbor perspectives in biology 2010, 2(12):a003178.
James VH, McNeill JM, Lai LC, Newton CJ, Ghilchik MW, Reed
MJ: Aromatase activity in normal breast and breast tumor
tissues: in vivo and in vitro studies. Steroids 1987, 50(1-3):269-
279.

Chebil G, Bendahl PO, Idvall I, Ferno M: Comparison of
immunohistochemical and biochemical assay of steroid receptors
in primary breast cancer--clinical associations and reasons for
discrepancies. Acta oncologica (Stockholm, Sweden) 2003,
42(7):719-725.

Missmer SA, Eliassen AH, Barbieri RL, Hankinson SE: Endogenous
estrogen, androgen, and progesterone concentrations and breast
cancer risk among postmenopausal women. Journal of the
National Cancer Institute 2004, 96(24):1856-1865.

McGuire WL: Hormone receptors: their role in predicting
prognosis and response to endocrine therapy. Seminars in
oncology 1978, 5(4):428-433.

Masamura S, Adlercreutz H, Harvey H, Lipton A, Demers LM,
Santen RJ, Santner SJ: Aromatase inhibitor development for

40



Emman Shubbar

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

treatment of breast cancer. Breast cancer research and treatment
1995, 33(1):19-26.

Tamoxifen for early breast cancer: an overview of the
randomised trials. Early Breast Cancer Trialists' Collaborative
Group. Lancet 1998, 351(9114):1451-1467.

Barnes DM, Millis RR, Gillett CE, Ryder K, Skilton D, Fentiman IS,
Rubens RD: The interaction of oestrogen receptor status and
pathological features with adjuvant treatment in relation to
survival in patients with operable breast cancer: a retrospective
study of 2660 patients. Endocrine-related cancer 2004, 11(1):85-96.
Becker S, Becker-Pergola G, Fehm T, Wallwiener D, Solomayer EF:
Her2 expression on disseminated tumor cells from bone marrow
of breast cancer patients. Anticancer research 2005, 25(3B):2171-
2175.

Sorkin A, Goh LK: Endocytosis and intracellular trafficking of
ErbBs. Experimental cell research 2008, 314(17):3093-3106.
Waterman H, Alroy I, Strano S, Seger R, Yarden Y: The C-terminus
of the kinase-defective neuregulin receptor ErbB-3 confers
mitogenic superiority and dictates endocytic routing. The EMBO
journal 1999, 18(12):3348-3358.

Masood S, Bui MM: Prognostic and predictive value of HER2/neu
oncogene in breast cancer. Microscopy research and technique
2002, 59(2):102-108.

Carlsson J, Nordgren H, Sjostrom J, Wester K, Villman K,
Bengtsson NO, Ostenstad B, Lundgvist H, Blomqgvist C. HER2
expression in breast cancer primary tumours and corresponding
metastases. Original data and literature review. British journal of
cancer 2004, 90(12):2344-2348.

Degnim AC, Visscher DW, Berman HK, Frost MH, Sellers TA,
Vierkant RA, Maloney SD, Pankratz VS, de Groen PC, Lingle WL et
al: Stratification of breast cancer risk in women with atypia: a
Mayo cohort study. Journal of clinical oncology : official journal of
the American Society of Clinical Oncology 2007, 25(19):2671-2677.
Mariani G, Gianni L: Adjuvant trastuzumab in early breast
cancer. Annals of oncology : official journal of the European Society
for Medical Oncology / ESMO 2006, 17 Suppl 10:x54-58.

Singletary SE, Allred C, Ashley P, Bassett LW, Berry D, Bland KiI,
Borgen PI, Clark G, Edge SB, Hayes DF et al: Revision of the
American Joint Committee on Cancer staging system for breast
cancer. Journal of clinical oncology : official journal of the
American Society of Clinical Oncology 2002, 20(17):3628-3636.
Cianfrocca M, Goldstein LJ: Prognostic and predictive factors in
early-stage breast cancer. The oncologist 2004, 9(6):606-616.
Dawood S, Broglio K, Gonzalez-Angulo AM, Buzdar AU,
Hortobagyi GN, Giordano SH: Trends in survival over the past

41



ANALYSIS OF NOVEL BIOMARKERS FOR UNFAVORABLE BREAST CANCER PROGNOSIS

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

two decades among white and black patients with newly
diagnosed stage IV breast cancer. Journal of clinical oncology :
official journal of the American Society of Clinical Oncology 2008,
26(30):4891-4898.

Greene FL BC, Page DL, eds.: American Joint Committee on
Cancer (AJCC) Cancer Staging Manual. New York: Springer-
Verlag; 2002.

Olivotto IA, Chua B, Allan SJ, Speers CH, Chia S, Ragaz J: Long-
term survival of patients with supraclavicular metastases at
diagnosis of breast cancer. Journal of clinical oncology : official
journal of the American Society of Clinical Oncology 2003,
21(5):851-854.

Perou CM, Sorlie T, Eisen MB, van de Rijn M, Jeffrey SS, Rees CA,
Pollack JR, Ross DT, Johnsen H, Akslen LA et al: Molecular
portraits of human breast tumours. Nature 2000, 406(6797):747-
752.

Sorlie T, Perou CM, Tibshirani R, Aas T, Geisler S, Johnsen H,
Hastie T, Eisen MB, van de Rijn M, Jeffrey SS et al: Gene
expression patterns of breast carcinomas distinguish tumor
subclasses with clinical implications. Proceedings of the National
Academy of Sciences of the United States of America 2001,
98(19):10869-10874.

Polyak K: Heterogeneity in breast cancer. The Journal of clinical
investigation 2011, 121(10):3786-3788.

Hu Z, Fan C, Oh DS, Marron JS, He X, Qaqgish BF, Livasy C, Carey
LA, Reynolds E, Dressler L et al: The molecular portraits of breast
tumors are conserved across microarray platforms. BMC
genomics 2006, 7:96.

Melchor L, Honrado E, Garcia MJ, Alvarez S, Palacios J, Osorio A,
Nathanson KL, Benitez J: Distinct genomic aberration patterns
are found in familial breast cancer associated with different
immunohistochemical subtypes. Oncogene 2008, 27(22):3165-
3175.

Carey LA, Perou CM, Livasy CA, Dressler LG, Cowan D, Conway
K, Karaca G, Troester MA, Tse CK, Edmiston S et al: Race, breast
cancer subtypes, and survival in the Carolina Breast Cancer
Study. JAMA : the journal of the American Medical Association
2006, 295(21):2492-2502.

Cheang MC, Chia SK, Voduc D, Gao D, Leung S, Snider J, Watson
M, Davies S, Bernard PS, Parker JS et al: Ki67 index, HER2 status,
and prognosis of patients with luminal B breast cancer. Journal
of the National Cancer Institute 2009, 101(10):736-750.

Laakso M, Loman N, Borg A, Isola J: Cytokeratin 5/14-positive
breast cancer: true basal phenotype confined to BRCA1 tumors.

42



Emman Shubbar

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

Modern pathology : an official journal of the United States and
Canadian Academy of Pathology, Inc 2005, 18(10):1321-1328.

Sorlie T, Tibshirani R, Parker J, Hastie T, Marron JS, Nobel A, Deng
S, Johnsen H, Pesich R, Geisler S et al: Repeated observation of
breast tumor subtypes in independent gene expression data sets.
Proceedings of the National Academy of Sciences of the United
States of America 2003, 100(14):8418-8423.

Reis-Filho JS, Milanezi F, Steele D, Savage K, Simpson PT, Nesland
JM, Pereira EM, Lakhani SR, Schmitt FC: Metaplastic breast
carcinomas are basal-like tumours. Histopathology 2006,
49(1):10-21.

Turner NC, Reis-Filho JS, Russell AM, Springall RJ, Ryder K,
Steele D, Savage K, Gillett CE, Schmitt FC, Ashworth A et al:
BRCA1 dysfunction in sporadic basal-like breast cancer.
Oncogene 2007, 26(14):2126-2132.

Perou CM: Molecular stratification of triple-negative breast
cancers. The oncologist 2011, 16 Suppl 1:61-70.

Herschkowitz JI, Simin K, Weigman VJ, Mikaelian I, Usary J, Hu Z,
Rasmussen KE, Jones LP, Assefnia S, Chandrasekharan S et al:
Identification of conserved gene expression features between
murine mammary carcinoma models and human breast tumors.
Genome biology 2007, 8(5):R76.

Farmer P, Bonnefoi H, Becette V, Tubiana-Hulin M, Fumoleau P,
Larsimont D, Macgrogan G, Bergh J, Cameron D, Goldstein D et al:
Identification of molecular apocrine breast tumours by
microarray analysis. Oncogene 2005, 24(29):4660-4671.

Prat A, Parker JS, Karginova O, Fan C, Livasy C, Herschkowitz JI,
He X, Perou CM: Phenotypic and molecular characterization of
the claudin-low intrinsic subtype of breast cancer. Breast cancer
research : BCR 2010, 12(5):R68.

Boon K, Osorio EC, Greenhut SF, Schaefer CF, Shoemaker J, Polyak
K, Morin PJ, Buetow KH, Strausberg RL, De Souza SJ et al: An
anatomy of normal and malignant gene expression. Proc Natl
Acad Sci U S A 2002, 99(17):11287-11292.

Enerback C, Porter DA, Seth P, Sgroi D, Gaudet J, Weremowicz S,
Morton CC, Schnitt S, Pitts RL, Stampl J et al: Psoriasin expression
in mammary epithelial cells in vitro and in vivo. Cancer research
2002, 62(1):43-47.

Carlsson H, Yhr M, Petersson S, Collins N, Polyak K, Enerback C:
Psoriasin (S100A7) and calgranulin-B (S100A9) induction is
dependent on reactive oxygen species and is downregulated by
Bcl-2 and antioxidants. Cancer biology & therapy 2005, 4(9):998-
1005.

Petersson S, Bylander A, Yhr M, Enerback C: S100A7 (Psoriasin),
highly expressed in ductal carcinoma in situ (DCIS), is regulated

43



ANALYSIS OF NOVEL BIOMARKERS FOR UNFAVORABLE BREAST CANCER PROGNOSIS

85.

86.

87.

88.

89.

90.

91.

92.

93.

94.

95.

by IFN-gamma in mammary epithelial cells. BMC cancer 2007,
7:205.

Aplin AE, Howe A, Alahari SK, Juliano RL: Signal transduction
and signal modulation by cell adhesion receptors: the role of
integrins, cadherins, immunoglobulin-cell adhesion molecules,
and selectins. Pharmacological reviews 1998, 50(2):197-263.
MacDermed DM, Khodarev NN, Pitroda SP, Edwards DC, Pelizzari
CA, Huang L, Kufe DW, Weichselbaum RR: MUC1-associated
proliferation  signature  predicts outcomes in  lung
adenocarcinoma patients. BMC medical genomics 2010, 3:16.
Walsh MD, Luckie SM, Cummings MC, Antalis TM, McGuckin
MA: Heterogeneity of MUCL1 expression by human breast
carcinoma cell lines in vivo and in vitro. Breast cancer research
and treatment 1999, 58(3):255-266.

Thompson EJ, Shanmugam K, Hattrup CL, Kotlarczyk KL, Gutierrez
A, Bradley JM, Mukherjee P, Gendler SJ: Tyrosines in the MUC1
cytoplasmic tail modulate transcription via the extracellular
signal-regulated kinase 1/2 and nuclear factor-kappaB pathways.
Mol Cancer Res 2006, 4(7):489-497.

Rahn JJ, Shen Q, Mah BK, Hugh JC: MUCL1 initiates a calcium
signal after ligation by intercellular adhesion molecule-1. The
Journal of biological chemistry 2004, 279(28):29386-29390.

Chen C, Li M, Chai H, Yang H, Fisher WE, Yao Q: Roles of
neuropilins in neuronal development, angiogenesis, and cancers.
World J Surg 2005, 29(3):271-275.

Bell C, Lynam E, Landfair DJ, Janjic N, Wiles ME: Oligonucleotide
NX1838 inhibits VEGF165-mediated cellular responses in vitro.
In vitro cellular & developmental biology Animal 1999, 35(9):533-
542.

Krop I, Marz A, Carlsson H, Li X, Bloushtain-Qimron N, Hu M,
Gelman R, Sabel MS, Schnitt S, Ramaswamy S et al: A putative
role for psoriasin in breast tumor progression. Cancer research
2005, 65(24):11326-11334.

Guidi AJ, Schnitt SJ, Fischer L, Tognazzi K, Harris JR, Dvorak HF,
Brown LF: Vascular permeability factor (vascular endothelial
growth factor) expression and angiogenesis in patients with
ductal carcinoma in situ of the breast. Cancer 1997, 80(10):1945-
1953.

Madsen P, Rasmussen HH, Leffers H, Honore B, Dejgaard K, Olsen
E, Kiil J, Walbum E, Andersen AH, Basse B et al: Molecular
cloning, occurrence, and expression of a novel partially secreted
protein ""psoriasin' that is highly up-regulated in psoriatic skin.
The Journal of investigative dermatology 1991, 97(4):701-712.
Greten J, Kreis |, Wiesel K, Stier E, Schmidt AM, Stern DM, Ritz E,
Waldherr R, Nawroth PP: Receptors for advance glycation end-

44



Emman Shubbar

96.

97.

98.

99.

100.

101.

102.

103.

104.

105.

products (AGE) - expression by endothelial cells in non-diabetic
uraemic patients. Nephrol Dial Transplant 1996, 11(5):786-790.
Wolf R, Howard OM, Dong HF, Voscopoulos C, Boeshans K,
Winston J, Divi R, Gunsior M, Goldsmith P, Ahvazi B et al:
Chemotactic activity of S100A7 (Psoriasin) is mediated by the
receptor for advanced glycation end products and potentiates
inflammation with highly homologous but functionally distinct
S100A15. J Immunol 2008, 181(2):1499-1506.

Hsieh HL, Schafer BW, Sasaki N, Heizmann CW: Expression
analysis of S100 proteins and RAGE in human tumors using
tissue microarrays. Biochem Biophys Res Commun 2003,
307(2):375-381.

Brauchle M, Funk JO, Kind P, Werner S: Ultraviolet B and H202
are potent inducers of vascular endothelial growth factor
expression in cultured keratinocytes. The Journal of biological
chemistry 1996, 271(36):21793-21797.

Chua CC, Hamdy RC, Chua BH: Upregulation of wvascular
endothelial growth factor by H202 in rat heart endothelial cells.
Free radical biology & medicine 1998, 25(8):891-897.

Benedyk M, Sopalla C, Nacken W, Bode G, Melkonyan H, Banfi B,
Kerkhoff C: HaCaT keratinocytes overexpressing the S100
proteins S100A8 and S100A9 show increased NADPH oxidase
and NF-kappaB activities. The Journal of investigative dermatology
2007, 127(8):2001-2011.

Leclerc E, Fritz G, Weibel M, Heizmann CW, Galichet A: S100B
and S100A6 differentially modulate cell survival by interacting
with distinct RAGE (receptor for advanced glycation end
products) immunoglobulin  domains. J Biol Chem 2007,
282(43):31317-31331.

Kuniyasu H, Oue N, Wakikawa A, Shigeishi H, Matsutani N,
Kuraoka K, Ito R, Yokozaki H, Yasui W: Expression of receptors
for advanced glycation end-products (RAGE) is closely
associated with the invasive and metastatic activity of gastric
cancer. The Journal of pathology 2002, 196(2):163-170.

Taguchi A, Blood DC, del Toro G, Canet A, Lee DC, Qu W, Tanji N,
Lu Y, Lalla E, Fu C et al: Blockade of RAGE-amphoterin
signalling suppresses tumour growth and metastases. Nature
2000, 405(6784):354-360.

Parris TZ, Danielsson A, Nemes S, Kovacs A, Delle U, Fallenius G,
Mollerstrom E, Karlsson P, Helou K: Clinical implications of gene
dosage and gene expression patterns in diploid breast carcinoma.
Clin Cancer Res 2010, 16(15):3860-3874.

Draetta G, Luca F, Westendorf J, Brizuela L, Ruderman J, Beach D:
Cdc2 protein kinase is complexed with both cyclin A and B:

45



ANALYSIS OF NOVEL BIOMARKERS FOR UNFAVORABLE BREAST CANCER PROGNOSIS

106.

107.

108.

109.

110.

111.

112.

113.

114.

115.

116.

117.

118.

evidence for proteolytic inactivation of MPF. Cell 1989,
56(5):829-838.

Petri ET, Errico A, Escobedo L, Hunt T, Basavappa R: The crystal
structure of human cyclin B. Cell Cycle 2007, 6(11):1342-1349.
Wu T, Zhang X, Huang X, Yang Y, Hua X: Regulation of cyclin B2
expression and cell cycle G2/m transition by menin. The Journal
of biological chemistry 2010, 285(24):18291-18300.

Hofmann HS, Hansen G, Burdach S, Bartling B, Silber RE, Simm A:
Discrimination of human lung neoplasm from normal lung by
two target genes. Am J Respir Crit Care Med 2004, 170(5):516-519.
Stav D, Bar I, Sandbank J: Usefulness of CDK5RAP3, CCNB2,
and RAGE genes for the diagnosis of lung adenocarcinoma. Int J
Biol Markers 2007, 22(2):108-113.

Park SH, Yu GR, Kim WH, Moon WS, Kim JH, Kim DG: NF-Y-
dependent cyclin B2 expression in colorectal adenocarcinoma.
Clin Cancer Res 2007, 13(3):858-867.

De Martino I, Visone R, Wierinckx A, Palmieri D, Ferraro A,
Cappabianca P, Chiappetta G, Forzati F, Lombardi G, Colao A et al:
HMGA proteins up-regulate CCNB2 gene in mouse and human
pituitary adenomas. Cancer Res 2009, 69(5):1844-1850.

Mo ML, Chen Z, Li J, Li HL, Sheng Q, Ma HY, Zhang FX, Hua
YW, Zhang X, Sun DQ et al: Use of serum circulating CCNB2 in
cancer surveillance. Int J Biol Markers 2010, 25(4):236-242.

van 't Veer LJ, Dai H, van de Vijver MJ, He YD, Hart AA, Mao M,
Peterse HL, van der Kooy K, Marton MJ, Witteveen AT et al: Gene
expression profiling predicts clinical outcome of breast cancer.
Nature 2002, 415(6871):530-536.

Fish JL, Kosodo Y, Enard W, Paabo S, Huttner WB: Aspm
specifically maintains symmetric proliferative divisions of
neuroepithelial cells. Proc Natl Acad Sci U S A 2006,
103(27):10438-10443.

Paramasivam M, Chang YJ, LoTurco JJ: ASPM and citron kinase
co-localize to the midbody ring during cytokinesis. Cell Cycle
2007, 6(13):1605-1612.

van der Voet M, Berends CW, Perreault A, Nguyen-Ngoc T, Gonczy
P, Vidal M, Boxem M, van den Heuvel S: NuMA-related LIN-5,
ASPM-1, calmodulin and dynein promote meiotic spindle
rotation independently of cortical LIN-5/GPR/Galpha. Nat Cell
Biol 2009, 11(3):269-277.

Higgins J, Midgley C, Bergh AM, Bell SM, Askham JM, Roberts E,
Binns RK, Sharif SM, Bennett C, Glover DM et al: Human ASPM
participates in spindle organisation, spindle orientation and
cytokinesis. BMC Cell Biol 2010, 11:85.

Horvath S, Zhang B, Carlson M, Lu KV, Zhu S, Felciano RM,
Laurance MF, Zhao W, Qi S, Chen Z et al: Analysis of oncogenic

46



Emman Shubbar

119.

120.

121.

122.

123.

124,

125.

126.

127.

128.

signaling networks in glioblastoma identifies ASPM as a
molecular target. Proc Natl Acad Sci U S A 2006, 103(46):17402-
17407.

Lin SY, Pan HW, Liu SH, Jeng YM, Hu FC, Peng SY, Lai PL, Hsu
HC: ASPM is a novel marker for vascular invasion, early
recurrence, and poor prognosis of hepatocellular carcinoma. Clin
Cancer Res 2008, 14(15):4814-4820.

Vulcani-Freitas TM, Saba-Silva N, Cappellano A, Cavalheiro S,
Marie SK, Oba-Shinjo SM, Malheiros SM, de Toledo SR: ASPM
gene expression in medulloblastoma. Childs Nerv Syst 2011,
27(1):71-74.

Bruning-Richardson A, Bond J, Alsiary R, Richardson J, Cairns DA,
McCormack L, Hutson R, Burns P, Wilkinson N, Hall GD et al:
ASPM and microcephalin expression in epithelial ovarian cancer
correlates with tumour grade and survival. Br J Cancer 2011,
104(10):1602-1610.

Hodgson JG, Yeh RF, Ray A, Wang NJ, Smirnov I, Yu M, Hariono
S, Silber J, Feiler HS, Gray JW et al: Comparative analyses of gene
copy number and mRNA expression in glioblastoma multiforme
tumors and xenografts. Neuro Oncol 2009, 11(5):477-487.

Bikeye SN, Colin C, Marie Y, Vampouille R, Ravassard P, Rousseau
A, Boisselier B, Idbaih A, Calvo CF, Leuraud P et al: ASPM-
associated stem cell proliferation is involved in malignant
progression of gliomas and constitutes an attractive therapeutic
target. Cancer Cell Int 2010, 10:1.

Osthus RC, Karim B, Prescott JE, Smith BD, McDevitt M, Huso DL,
Dang CV: The Myc target gene JPO1/CDCAT is frequently
overexpressed in human tumors and has limited transforming
activity in vivo. Cancer Res 2005, 65(13):5620-5627.

Simpson F, Lammerts van Bueren K, Butterfield N, Bennetts JS,
Bowles J, Adolphe C, Simms LA, Young J, Walsh MD, Leggett B et
al: The PCNA-associated factor KIAA0101/p15(PAF) binds the
potential tumor suppressor product p33ING1b. Exp Cell Res
2006, 312(1):73-85.

Yu P, Huang B, Shen M, Lau C, Chan E, Michel J, Xiong Y, Payan
DG, Luo Y: pl5(PAF), a novel PCNA associated factor with
increased expression in tumor tissues. Oncogene 2001, 20(4):484-
489.

Notterman DA, Alon U, Sierk AJ, Levine AJ: Transcriptional gene
expression profiles of colorectal adenoma, adenocarcinoma, and
normal tissue examined by oligonucleotide arrays. Cancer Res
2001, 61(7):3124-3130.

Petroziello J, Yamane A, Westendorf L, Thompson M, McDonagh C,
Cerveny C, Law CL, Wahl A, Carter P: Suppression subtractive
hybridization and expression profiling identifies a unique set of

47



ANALYSIS OF NOVEL BIOMARKERS FOR UNFAVORABLE BREAST CANCER PROGNOSIS

129.

130.

131.

132.

133.

134.

135.

136.

137.

138.

139.

140.

genes overexpressed in non-small-cell lung cancer. Oncogene
2004, 23(46):7734-7745.

Kato T, Daigo Y, Aragaki M, Ishikawa K, Sato M, Kaji M:
Overexpression of KIAA0101 predicts poor prognosis in primary
lung cancer patients. Lung Cancer 2012, 75(1):110-118.

Kais Z, Barsky SH, Mathsyaraja H, Zha A, Ransburgh DJ, He G,
Pilarski RT, Shapiro CL, Huang K, Parvin JD: KIAA0101 interacts
with BRCAL and regulates centrosome number. Mol Cancer Res
2011, 9(8):1091-1099.

Coussens LM, Werb Z: Inflammation and cancer. Nature 2002,
420(6917):860-867.

Ideker T, Thorsson V, Ranish JA, Christmas R, Buhler J, Eng JK,
Bumgarner R, Goodlett DR, Aebersold R, Hood L: Integrated
genomic and proteomic analyses of a systematically perturbed
metabolic network. Science 2001, 292(5518):929-934.

Cox B, Kislinger T, Emili A: Integrating gene and protein
expression data: pattern analysis and profile mining. Methods
2005, 35(3):303-314.

Yi Y, Nandana S, Case T, Nelson C, Radmilovic T, Matusik RJ,
Tsuchiya KD: Candidate metastasis suppressor genes uncovered
by array comparative genomic hybridization in a mouse allograft
model of prostate cancer. Mol Cytogenet 2009, 2:18.

Karlsson E, Delle U, Danielsson A, Olsson B, Abel F, Karlsson P,
Helou K: Gene expression variation to predict 10-year survival in
lymph-node-negative breast cancer. BMC cancer 2008, 8:254.
Pollard C, Nitz M, Baras A, Williams P, Moskaluk C, Theodorescu
D: Genoproteomic mining of urothelial cancer suggests
{gamma}-glutamyl hydrolase and diazepam-binding inhibitor as
putative urinary markers of outcome after chemotherapy. The
American journal of pathology 2009, 175(5):1824-1830.

Thors L, Bergh A, Persson E, Hammarsten P, Stattin P, Egevad L,
Granfors T, Fowler CJ: Fatty acid amide hydrolase in prostate
cancer: association with disease severity and outcome, CB1
receptor expression and regulation by IL-4. PloS one 2010,
5(8):e12275.

Miyazaki I, Simizu S, Okumura H, Takagi S, Osada H: A small-
molecule inhibitor shows that pirin regulates migration of
melanoma cells. Nature chemical biology 2010, 6(9):667-673.
Taniwaki M, Daigo Y, Ishikawa N, Takano A, Tsunoda T, Yasui W,
Inai K, Kohno N, Nakamura Y: Gene expression profiles of small-
cell lung cancers: molecular signatures of lung cancer.
International journal of oncology 2006, 29(3):567-575.

Chen DT, Nasir A, Venkataramu C, Fulp W, Gruidl M, Yeatman T:
Evaluation of malignancy-risk gene signature in breast cancer
patients. Breast cancer research and treatment 2010, 120(1):25-34.

48



Emman Shubbar

141.

142.

143.

144,

145.

146.

147.

148.

149.

150.

151.

He P, Varticovski L, Bowman ED, Fukuoka J, Welsh JA, Miura K,
Jen J, Gabrielson E, Brambilla E, Travis WD et al: Identification of
carboxypeptidase E and gamma-glutamyl hydrolase as
biomarkers for pulmonary neuroendocrine tumors by cDNA
microarray. Human pathology 2004, 35(10):1196-1209.

Baggott JE, Heimburger DC, Krumdieck CL, Butterworth CE, Jr.:
Folate conjugase activity in the plasma and tumors of breast-
cancer patients. The American journal of clinical nutrition 1987,
46(2):295-301.

O'Connor BM, Rotundo RF, Nimec Z, McGuire JJ, Galivan J:
Secretion of gamma-glutamyl hydrolase in vitro. Cancer research
1991, 51(15):3874-3881.

Longo GS, Gorlick R, Tong WP, Lin S, Steinherz P, Bertino JR:
gamma-Glutamyl hydrolase and folylpolyglutamate synthetase
activities predict polyglutamylation of methotrexate in acute
leukemias. Oncology research 1997, 9(5):259-263.

Yao R, Nimec Z, Ryan TJ, Galivan J: Identification, cloning, and
sequencing of a cDNA coding for rat gamma-glutamyl hydrolase.
The Journal of biological chemistry 1996, 271(15):8525-8528.
Guzman M, Sanchez C, Galve-Roperh I: Control of the cell
survival/death decision by cannabinoids. Journal of molecular
medicine (Berlin, Germany) 2001, 78(11):613-625.

Place AE, Jin Huh S, Polyak K: The microenvironment in breast
cancer progression: biology and implications for treatment.
Breast cancer research : BCR 2011, 13(6):227.

Heaphy CM, Griffith JK, Bisoffi M: Mammary field cancerization:
molecular evidence and clinical importance. Breast cancer
research and treatment 2009, 118(2):229-239.

Roman-Perez E, Cashas-Hernandez P, Pirone JR, Rein J, Carey LA,
Lubet RA, Mani SA, Amos KD, Troester MA: Gene expression in
extratumoral microenvironment predicts clinical outcome in
breast cancer patients. Breast cancer research : BCR 2012,
14(2):R51.

Licciulli S, Luise C, Scafetta G, Capra M, Giardina G, Nuciforo P,
Bosari S, Viale G, Mazzarol G, Tonelli C et al: Pirin inhibits
cellular senescence in melanocytic cells. The American journal of
pathology 2011, 178(5):2397-2406.

An J, Sun JY, Yuan Q, Tian HY, Qiu WL, Guo W, Zhao FK:
Proteomics analysis of differentially expressed metastasis-
associated proteins in adenoid cystic carcinoma cell lines of
human salivary gland. Oral oncology 2004, 40(4):400-408.

UWhere therne co a will there & a way

49



